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 I 
Abstract  
Cancer is one of the major causes of morbidity in the world. Although the 
overall survival of cancer has been significantly improved by chemotherapy in 
the last three decades, the success of cancer chemotherapy is still severely 
limited by the lack of selectivity of anti-cancer drugs to malignant cells leading 
to dose-limiting toxicity and the resistance of cancer cells to the conventional 
anti-cancer drugs.  
 
Gene-directed enzyme prodrug therapy (GDEPT) was designed to direct the 
anti-cancer drugs to specifically target the cancer cells by using cancer 
specific promoter to drive the expression of enzyme which can convert 
prodrug into anti-cancer drug specifically in cancer cells. However, this 
strategy is hindered by the lack of strong cancer specific promoters to 
specifically express drug-converting enzymes in cancer cells. In consequence, 
there is not enough anti-cancer drug activated inside the cancer cells. The 
first part of this study was to employ NF-κB binding sites as a novel enhancer 
system to improve the promoter activity of carcinoembryonic antigen (CEA) 
and human telomerase reverse transcriptase (hTERT) for GDEPT. In this 
system, the basal CEA promoter sequences were placed downstream of the 4 
or 8 NF-κB DNA binding sites linked in tandem (κB4 or κB8). The system was 
designed to serve two particular purposes: to exploit the high levels of intra-
tumoural NF-kB expression and keep the relative tumour specificity of the 
 II 
CEA and hTERT promoters. The results demonstrated that κB enhancer 
systems increased the transcriptional activity of CEA and hTERT promoter 
without compromising its cancer specificity. The fidelity of the κB4-CEA 
enhancer-promoter system was therefore improved by the increased 
transcriptional contrast between the cancer and normal cells. Moreover, in 
comparison with CEA promoter alone, κB-CEA enhancer-promoter system 
expressed human thymidine phosphorylase (TP) protein at significantly higher 
levels which were comparable to those expressed by CMV promoter. The κB-
CEA-TP system transfected cells demonstrated significantly higher sensitivity 
to 5'-Deoxy-5-Fluorouridine (5'-DFUR), a prodrug of 5-fluorouracil (5-FU). 
 
The second part of this study was involved in using NF-κB inhibitor as a 
chemosensitizer to sentizise the anti-cancer drug-induced chemoresistance 
cells to anti-cancer drugs. The results derived from this study manifested that 
the anti-alcoholism drug, Disulfiram (DS), and anti-inflammatory drug, 
triptolide (PG490), markedly enhanced the cytotoxicity of several conventional 
anti-cancer drugs in colon, lung and breast cancer cell lines. PG490 induced 
caspase-dependent cell death accompanied by a significant decrease in Bcl-2 
levels. PG490 induced the expression of p53 and down-regulated p21 
expression. This study indicated that some clinically used non-cancer-
chemotherapeutic drugs may be developed as chemosensitizers for cancer 
chemotherapy. 
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1. Introduction 
1.1 General introduction 
Nuclear factor kappa B (NF-κB) is a family of transcription factors ubiquitously 
expressed in almost all animal cell types. In normal cells, NF-κB is localized in 
cytoplasm as an inactive form. High NF-κB activity has been identified in a 
wide range of cancer types. Under some insults, NF-κB activity in cancer cell 
can be further induced. The NF-κB-activating factors include stress, cytokines, 
ultraviolet irradiation, oxidized low density lipoprotein, bacterial or viral 
antigens, radiotherapy and chemotherapy[1-3]. The activated NF-κB triggers 
the expression of  several downstream genes. The NF-κB-governed genes 
play key roles in regulating immune and inflammatory responses, apoptosis, 
carcinogenesis and developmental processes. The persistent activation of 
NF-κB is thought to contribute to uncontrolled growth of cancer cells. 
Therefore, the perturbation of NF-κB activity has been linked to cancer, 
inflammatory and autoimmune diseases and improper immune development[4].  
 
Chemotherapy is one of the main treatments for cancer. Although overall 
survival rate in cancer patients has been markedly improved by chemotherapy 
in the last a couple of decades, the therapeutic outcome of advanced cancer 
patients is very poor. The major obstacles for the success of cancer 
chemotherapy include chemoresistance and the non-specific toxicity of anti-
cancer drugs. Anti-cancer drug induced DNA damage can trigger the 
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expression of anti-apoptotic genes which confer drug resistance. Identifying 
and targeting these genes may result in improving chemotherapeutic 
outcomes. NF-κB is one of the major anti-apoptotic factors induced by 
chemotherapy. High NF-κB activity is contributed to the over-expression of 
some anti-apoptotic genes which mediate resistance to apoptosis[5,6]. The 
constitutive and inducible NF-κB activity in cancer cells is one of the major 
causes of chemoresistance[7]. It has been widely recoganized in the recently 
years that effective repression of NF-κB significantly enhance chemotherapy 
reagent-mediated killing of cancer cells and totally reverse acquired and de 
novo chemoresistance. Therefore, identification and validation of novel NF-κB 
inhibitors attracts the interests in fundamental cancer research and clinical 
oncology. 
 
Due to the remarkable advances in our understanding of cancer biology and 
cancer genetic, several relatively cancer-specific anti-cancer prodrugs have 
been developed and gene-directed enzyme prodrug therapy (GDEPT) has 
been invented to improve prodrug activity. One of the major limitations for the 
application of GDEPT in clinic is the lacking of strong cancer specific promoter 
driving expression of prodrug-converting enzyme in cancer cells. High NF-κB 
activity is specifically detected in cancer cells and inducible by chemotherapy. 
Therefore NF-κB DNA binding site may be an attractive enhancer for GDEPT 
application. 
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1.2  NF-κB family 
NF-κB is a transcription factor discovered by David Baltimore’s group via its 
interaction with an 11-base pair sequence in the immunoglobulin  light-chain 
enhancer in B cells[8]. NF-κB is found in almost all animal cell types. There are 
NF-κB proteins in invertebrates, such as the fruit fly Drosophila, sea urchins, 
sea anemones and sponges. However, NF-κB is notably absent in yeast. This 
may be partly due to one of the primary roles of these factors to control a 
variety of physiological aspects of immune and inflammatory responses[9]. 
 
1.2.1 The structure of NF-κB family members 
The NF-κB/Rel family in mammalian cells contains five members: RelA (p65), 
RelB, c-Rel, NF-κB1 (p50; p105), and NF-κB2 (p52; p100) (Fig. 1.1). All of 
NF-κB family members possess a structurally conserved 300 amino acid. 
sequence called the REL region[10] The C-terminal domain of this region is 
responsible for dimerization and IκB binding, whereas the N-terminal domain 
is primarily responsible for DNA binding specificity. 
 
Based on sequences C-terminal to the Rel homology domain, Rel/NF-κB 
proteins can be divided into two classes: class I NF-κB proteins include NF-
κB1 (p50; p105), and NF-κB2 (p52; p100) which have long C-terminal 
domains that contain multiple copies of inhibitory ankyrin repeats in large 
precursors, p105 and p100, which undergo processing to generate the mature 
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NF-κB subunits, p50 and p52, respectively[11]. The processing of p105 and 
p100 is mediated by the ubiquitin/proteasome pathway and involves selective 
degradation of their C-terminal region. The generation of p52 from p100 is a 
tightly-regulated process and the production of p50 is constitutively processed 
from p105[12]. The class II Rel proteins consist of RelA (p65), RelB and c-Rel 
which contain C-terminal transcription activation domains[13] and are lack of 
the inhibitory ankyrin repeats.  
 
Members of class I NF-κB protein are generally not activators of transcription, 
except when they form dimers with members of class II Rel protein. The 
dimerized Rel/NF-κB transcription factors bind to 9-10 base pairs DNA sites 
(called κB sites). The consensus κB DNA bunding sequence is 
5’GGGRNNYYCC-3’, where R is purine, Y is pyrimidine, and N is any base[8]. 
All vertebrate Rel proteins can form homodimers or heterodimers, except for 
RelB, which can only form heterodimers[9]. This combinatorial diversity 
contributes to the regulation of distinct sets of genes, in that the individual 
dimers have distinct DNA-binding site specificities for a collection of related 
κB sites. The heterodimer of the p65/RelA and p50 subunits is the major 
Rel/NF-κB complex in most cells. So the term NF-κB commonly refers 
specifically to a p50-RelA heterodimer. Unlike RelA, RelB and c-Rel, the p50 
and p52 NF-κB subunits do not contain transactivation domains in their C 
terminal halves. Nevertheless, the p50 and p52 NF-κB members play critical 
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roles in modulating the specificity of NF-κB function. Although homodimers of 
p50 and p52 are, in general, repressors of κB site transcription; both p50 and 
p52 participate in target gene transactivation by forming heterodimers with 
RelA, RelB or c-Rel[1]. In addition, p50 and p52 homodimers also bind to the 
nuclear protein Bcl-3. Such complexes can function as transcriptional 
activators[14]. The different Rel/NF-κB proteins show distinct abilities to form 
dimers, preferences for different κB sites and abilities to bind to IκB inhibitor 
proteins[15]. Thus, different Rel/NF-κB complexes can be induced in different 
cell types by distinct signals and interact in distinct ways with other 
transcription factors and regulatory proteins to regulate the expression of 
distinct gene sets. These types of considerations are likely to be responsible 
for the opposite effects of Rel/NF-κB complexes in different cell types under 
different stimuli. 
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1.2.2 The activation of NF-κB 
NF-κB exists in the cytoplasm in an inactive form associated with regulatory 
proteins called inhibitors of NF-κB (IκBs). Activation of the NF-κB is initiated 
by the signal-induced degradation of IκB proteins. This occurs primarily via 
activation of the IκB kinase (IKK). With the degradation of the IκB inhibitor, the 
NF-κB complex is then freed to enter the nucleus where it can 'turn on' the 
expression of specific genes that have DNA-binding sites for NF-κB. The 
activation of these genes by NF-κB then leads to the given physiological 
responses including inflammatory or immune response, cell survival response 
and cellular proliferation. Interestingly, NF-κB also turns on expression of its 
Figure 1.1: The NF-κB/Rel/IκB family of proteins.  
The NF-κB family is shown in (a). The class I of NF-κB proteins are on the left hand 
side and the class II Rel proteins right hand side. (b) IκB family of proteins. 
Characterized by five (IκBα) or seven (IκB β, γ, ε and Bcl-3) copies of ankyrin repeats. 
Number of amino-acids present shown on the right of each protein. This figure is 
adapted from Qiutang Li and Linder M Verma[1] 
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own repressor, IκBα. The newly synthesized IκBα then re-inhibits NF-κB and, 
thus, forms an auto negative-feedback loop, which results in oscillating levels 
of NF-κB activity[16]. 
 
As a family member of "rapid-acting" primary transcription factors, NF-κB is 
normally present in cells in an inactive state and does not require new protein 
synthesis for its activation. This allows NF-κB to act as a "first responder" to 
hazardous cellular stimuli. NF-κB is commonly activated within minutes by a 
variety of stimuli, e.g. inflammatory cytokines (TNF-α and IL-1), T-cell 
activation signals, growth factors, phorbol esters (TPA) and stress inducers[3]. 
NF-κB is also activated by chemical and physical cytotoxic agents like 
chemotherapeutic drugs, oxidative stress, UV light and ionizing radiations[3]. 
 
1.2.2.1 The native inhibitors of NF-κB 
In unstimulated cells, the NF-κB dimers are sequestered in the cytoplasm by 
IκBs which are proteins that contain multiple copies of an inhibitory sequence 
called ankyrin repeats. By virtue of their ankyrin repeat domains, the IκB 
proteins mask the nuclear localization signals (NLS) of NF-κB proteins and 
keep them sequestered in an inactive state  in the cytoplasm[17]. 
 
IκBs are a family of related proteins that have an N-terminal regulatory 
domain, followed by six or more ankyrin repeats and a PEST domain near 
their C terminus. The IκB family consists of IκBα, IκBβ, IκBγ, IκBε, and Bcl-3 
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(Fig.1.1), the best-studied and major IκB protein is IκBα. Phosphorylation at 
Ser32 and Ser36 sites of IkBα by IKK complex leads to polyubiquitination of 
IkBα at sites Lys21 and Lys22. Consequently, IkBα is degraded by the 26S 
proteasome resulting in the release of NF-κB dimers[18,19]. p105 and p100 also 
function as IκB proteins, due to the presence of ankyrin repeats in their C-
terminal . Of all the IκB members, IκBγ is unique in that it is synthesized from 
the nf-kb1 gene using an internal promoter, thereby resulting in a protein that 
is identical to the C-terminal half of p105[20]. The c-terminal half of p100, that 
is often referred to as IκBδ, also functions as an inhibitor[21].  
 
Different IκB molecules might control the regulation of distinct genes in 
various tissues by inhibiting specific NF-κB subsets. IκBγ is associated with 
p65 and to a lesser extent with c-Rel, whereas IκBα and IκBβ associate with 
p65, but not c-Rel in endothelial cells. IκBα is associated with transient NF-κB 
activation, whereas IκBβ is involved in sustained activation[22-24]. These make 
IκB attractive target for specific therapies. 
 
IKBs have different affinities for individual Rel/NF-κB complexes, and are 
expressed in a tissue-specific manner[25].  The best-studied NF-κB-IκB 
interaction is that of IκBα with the NF-κB p50-RelA dimer.  This interaction 
blocks the ability of NF-κB to bind to DNA and results in the NF-κB complex 
being primarily in the cytoplasm due to a strong nuclear export signal in 
IκBα[26]. Due to the IκBα gene containing functional NF-κB sites in the 
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promoter region, transcriptional activation of IκBα expression by NF-κB leads 
to rapid re-synthesis of IκBα protein and blockade of NF-κB nuclear 
translocation[27,28]. This auto-regulatory loop is both sensitive to and rapidly 
influenced by NF-κB activating stimuli[29]. That is, the NF-κB-IκBα complex is 
continuously shuttling between the nucleus and the cytoplasm, but its rate of 
nuclear export exceeds its rate of import and thus the complex is generally 
cytoplasmic. Biochemical studies and direct structural determinations showed 
that IκBα makes multiple contacts with NF-κB. These interactions cover 
sequences of NF-κB that are important for DNA binding[26]. In contrast, when 
IκBβ interacts with the NF-κB complex, the complex is retained in the 
cytoplasm and does not undergo nucleo-cytoplasmic shuttling[30].  
 
1.2.2.2 The NF-κB activation pathways 
In normal unchallenged cells, NF-κB remains in the cytoplasm as an inactive 
form by binding to IκB proteins. Activation of the NF-κB is initiated by the 
degradation of IκB proteins via activation of the IκB kinase (IKK). The IκB 
kinase enzyme complex is part of the upstream NF-κB signal transduction 
cascade. The IKKs complex consists of at least three subunits, including the 
kinases IKK-α, IKK-β and IKK-γ. IKKγ, also termed NF-kappa B essential 
modulator (NEMO), is a "master" regulatory protein. IKK resides at a key 
convergence site for multiple signaling pathways that lead to NF-κB 
activation[31]. When activated by signals, usually coming from the outside of 
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the cell, the IKK phosphorylates two serine residues located in an IκB 
regulatory domain. The phosphorylated IκB molecules (e.g. serines 32 and 36 
in human IκBα) are modified by polyubiquitination and then degraded by 
the26S proteasome[32]. Although much has been learned since its discovery, 
the precise mechanism of NF-κB activation is still far from fully understood. 
There are three signaling pathways leading to NF-κB activation: classical, the 
alternative pathways[8], in which common regulatory step is the activation of 
an IκB kinase (IKK) complex, and the IKK-independent pathway (Fig. 1.2). 
Classical activation pathway 
The classical pathway is typically triggered by ligand binding to TNFα, T-cell 
receptors (TCR), B-cell receptors (BCR), the Toll-like receptor (TLR) or 
interleukin-1 receptor (IL-1R) superfamily members. These stimuli can trigger 
the phosphorylation and activation of β subunit of IkB Kinases (IKK). IκBα is 
phosporylated by IKKβ at 2 serine residues (Ser32 and Ser36) present in their 
N terminal[33,34]. Phosphorlation triggers polyubiquitination at sites equivalent 
to Lys21 and Lys22 of IκBα and degradated by 26S proteasome, releasing free 
NF-κB (RelA/p50) dimmers to the nucleus[18]. 
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Figure 1.2: NF-κB activation pathways. 
(a) the classical pathway (b) the alternative or IKKα – dependent pathway and (c) the 
IKK-independent pathway of activation. TNF: tumour necrosis factor, IL: interleukin, 
NEMO: NF-κB essential modulator, IKK: IκB kinase, NIK: NF-κB inducing kinase, CK: 
casein kinase. Adapted from Viatour et al[2]. 
. 
  
Alternative pathway 
Apart from the above pathway, there is another pathway which is involved in 
the specific activation of RelB/p52 heterodimers and is not required for 
activation of the more ubiquitous RelA/p50 dimers. Unlike the classical 
pathway, the alternative pathway is based on IKKα homodimers[35]. The 
p52/p100 protein binds to RelB through its amino-terminal RHD and keeps the 
dimer in the cytoplasm through its carboxy-terminal IκB-like domain. The 
activated IKKα dimers induces the degradation of the latter and results in the 
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nuclear entry of p52:RelB dimers[35]. Only a small number of stimuli are known 
to activate NF-κB via this pathway and these factors include LTβR, 
lymphotoxin B and B cell activating factor (BAFF) and CD40L via NF-κB 
inducing kinase (NIK)[36].  
IKK-independent pathway  
The activation of NF-κB by this pathway is independent of IKK and is based 
on activation of casein kinase 2 (CK2) which induces IκBα degradation 
through the phosphorylation of carboxy-terminal sites[37]. This pathway only 
plays a minor role in physiological NF-κB activation and might contribute to 
skin carcinogenesis[37].  
 
1.2.2.3 The biological roles of NF-κB 
Different members of the NF-κB/Rel family have distinct functions and various 
NF-κB proteins play pivotal roles in defense of the host against certain 
pathogens. Studies in knockout mice have shown that lack of RelA leads to 
embryonic lethality and liver degeneration[38]; whereas mice lacking p50 or 
RelB are immunodeficient but otherwise develop normally to adulthood[39]. 
The B cells from p50 knockout mice show abnormal mitogen responses and 
antibody production[40]. RelB plays a role in the development and 
differentiation of dendritic cells and a mutation disrupting RelB impairs antigen 
presentation[41]. Other NF-κB proteins, including C-Rel and p52, are also 
essential for normal immune function. Unlike either of the corresponding 
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single knockout mice, p50/p52 double knockout mice exhibit impaired 
development of osteoclasts and B cells[42]. 
 
1.3 NF-κB and apoptosis 
For every cell, there is a time to die, this programmed cell death known as 
apoptosis. Apoptosis is important in controlling cell number and proliferation 
as part of normal development. Normal cells undergo apoptosis in response 
to stress-inducing events in the cell, such as DNA damage. Dysregulation of 
apoptosis is critical for cancer development and tumour cell survival[43]. The 
apoptotic cell death program is carried out by intracellular protease enzymes 
called caspases that destroy a large set of cellular proteins important for cell 
viability. There are two types of caspase activation pathways, intrinsic and 
extrinsic[4,44], leading to apoptosis.  
 
The intrinsic apoptosis pathway is triggered by p53 tumour-suppressor in 
response to DNA damage and other types of severe cell stress[45]. p53 
activates the intrinsic pathway through transcriptional upregulation of pro-
apoptotic members of the BCL2 family including PUMA, NOXA, BAX and BAK 
leading to the release of cytochrome c from the mitochondria. Cytochrome c 
binds APAF1 forming an “apoptosome” that activates the apoptotic protease 
caspase 9. Caspase 9 activates the effector caspases 3, 6, and 7 which are 
responsible for destroying critical components of the cell and inducing 
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apoptosis (Fig.1.3). In contrast with PUMA, NOXA, BAX and BAK, the anti-
apoptotic members of the BCL2 family, e.g. BCL2, BCLXL, and MCL1, 
regulate the mitochondria-initiated caspase activation pathway by preventing 
the release of cytochrome c in the presence of apoptotic stimuli[46]. Failure of 
cancer cells to enter apoptosis often through p53 mutations, which are 
identified in more than half of human cancers[47], can result in resistance to 
chemotherapy and radiotherapy[48,49]. 
 
The extrinsic apoptosis pathway triggers apoptosis independently of p53 in 
response to pro-apoptotic ligands, e.g. Apo2L/TRAIL[50]. These ligands 
activate specific pro-apoptotic receptors, like DR4 and DR5. Ligand-induced 
activation of DR4 and DR5 leads to the recruitment of the adaptor Fas-
associated death domain (FADD) and initiator procaspases 8 and 10 to 
rapidly form the death-inducing signalling complex (DISC). The self-cleaved 
and activated procaspase 8 and 10 activate the effector caspases 3, 6, and 7 
which will trigger apoptosis (Fig. 1.3)[4,51]. 
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Although the stimuli and initiating caspases are different, both intrinsic and 
extrinsic apoptosis pathways converge to a final common pathway involving 
the activation of effector caspases. Moreover, there can be cross-talk between 
these two. Caspase 8 cleaves the pro-apoptotic BCL2 family member BID, 
which in turn engages the mitochondria through BAX and BAK, leading to 
activation of caspase 9 and further activation of caspases 3, 6, and 7[4,45].  
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Figure 1.3:  Apoptosis pathways 
These are regulated by proteins such as the p53, NF-κB. APAF1: apoptotic protease 
activating factor-1, BAX: BCL2-associated protein, FADD: Fas-associated death 
domain protein, Cytc: Cytochrome c. 
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NF-κB transcription factors have been shown to have a role in regulating the 
apoptotic program, either as essential for the induction of apoptosis or, 
perhaps more commonly, as blockers of apoptosis[52]. Whether Rel/NF-
kappaB promotes or inhibits apoptosis appears to depend on the specific cell 
type and the type of inducer[15]. In response to many normal physiological 
stimuli (such as TNF), NF-κB is activated and suppresses apoptotic potential 
through the transcriptional activation of genes whose products block 
apoptosis[52]. The Antiapoptotic genes activated by NF-κB include the cellular 
inhibitors of apoptosis (c-IAP1, c-IAP2, and IXAP), the TNF receptor–
associated factors (TRAF1 and TRAF2), the Bcl-2 homologue A1/Bfl-1 and 
IEX-IL[5,6,53,54].  
 
Under physiologic conditions, the activation of NF-κB  appears to be a very 
strong antiapoptotic signal in the TNF pathway[55-57]. It has been demonstrated 
that the activity of NF-κB prevents TNFα-mediated apoptosis in 
hepatocytes during normal liver regeneration[58] and during embryonic 
liver development[59]. However, in response to certain stimuli, NF-κB activation 
may lead to induction of apoptosis[60]. This may be explained by the activation 
of some proapoptotic proteins such as interferon-regulated factor-1, c-myc 
and caspases such as caspase1[4]. NF-κB may inhibit apoptosis by cross-
competing for transcriptional coactivators and antagonizing the function of 
p53[61].  
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Cell cycle is a critical element in determining the degree of cellular apoptosis 
and proliferation. Components of the cell cycle machinery are frequently 
altered in human cancer. As malignant cells develop, both genetic and 
epigenetic mechanisms commonly affect the expression of cell cycle 
regulatory proteins, causing overexpression of cyclins and loss of expression 
of cdk inhibitors[62]. NF-κB activates the expression of cyclin D1, a key 
regulator of G1 checkpoint control, by direct binding to the NF-κB binding sites 
in its promoter[63]. Inhibition of NF-κB activation can reduce cyclin D1 activity 
and subsequently result in delayed cell cycle progression[64].   
  
1.4 NF-κB and human diseases 
As a ubiquitously distributed transcription factor, the status of NF-κB activity 
influences the development and treatment outcomes of many human 
diseases. 
 
1.4.1 NF-κB and carcinogenesis 
 Constitutive activation of the NF-κB pathway is involved in some forms of 
cancer such as leukemia, lymphoma, colon cancer and ovarian 
cancer[65].  Cancer and inflammation had been first associated in the 1850s by 
Rudolf Virchow[66,67] who hypothesized a very strong link between the site of 
chronic inflammation and origin of cancer. Numerous types of cancers have 
been associated with chronic inflammation[68,69]. As an inflammatory related 
 19
and inducible transcription factor, activation of NF-κB and subsequent 
production of chemokines, cytokines, growth factors and anti-apoptotic 
proteins has been related to the carcinogenesis, progress and therapeutic 
outcomes of different kinds of cancers (Fig. 1.4). One of the most important 
factors that link NF-κB to carcinogenesis is reactive oxygen species (ROS). 
Implication of ROS in carcinogenesis has long been established. ROS 
activate NF-κB activity in the cells therefore we can frame the role of NF-κB in 
carcinogenesis[70]. Role of NF-κB as an oncogene is also very well studied 
and established in line with its ability to induce growth promoting genes, e.g. 
cyclin D1, c-myc and c-myb[71] and also its ability to promote cell survival by 
inducing anti-apoptotic genes such as c-IAP1, c-IAP2 and XIAP[72] (Fig. 1.4). 
Some other oncogenes also mediate their effects by activation of NF-κB. The 
oncogene Ras modulates cancer cell apoptosis by regulation of NF-κB 
pathway in pancreatic and prostate cancers[73]. Pim2 is another oncogenic 
kinase which promotes cell survival by activating NF-κB[74]. Her/Neu is an 
oncogene activated in most of the invasive breast cancers. The activated 
Her/Neu activates NF-κB pathway via the Akt pathway[75]. Therefore, NF-κB is 
important for survival of cancer cells and mediates aggressive tumour 
phenotype. Although the maintenance of appropriate levels of NF-κB activity 
is a critical factor in achieving normal cellular proliferation, constitutive NF-κB 
activation is likely involved in the enhanced growth properties seen in avariety 
of cancers. The potential applications of inhibition of the NF-κB pathway in 
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cancer chemotherapy are in their early stages. However, such approaches 
offer the promise of enhancing the efficacy of cancer chemotherapy and 
reducing abnormal cytokine production, which may contribute to the growth of 
certain tumours. A better understanding of the regulation of the NF-κB 
pathway may provide opportunities for the development of new treatments to 
inhibit prolonged activation of this pathway.  
Although NF-κB activation in most circumstances is tumour-promoting, it can 
also be tumour suppressive in certain genetic conditions (Fig. 1.4). The p53-
dependent pro-apoptotic effect of NF-κB has been demonstrated in some 
cancer cell lines[76] and has been well reviewed[77].  
 
Figure 1.4: The tumour promoting and suppressing effects induced by NF-κB  
Light green boxes: Tumour promoting activities of NF-κB. Light purple boxes: Tumour 
suppressing activities of NF-κB. In most circomstances, NF-κB is a tumour promoter. 
Only in some cell types with specific genetic backgrounds, NF-κB demonstrates tumour 
activating effect. 
 
1.4.2 NF-κB and other disease 
NF-κB transcription family plays a central role in immune and inflammation 
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response through its ability to induce genes regulating immune and 
inflammatory responses[78]. These genes include at least 27 different 
cytokines and chemokines coding genes, receptors involved in immune 
recognition such as members of the MHC, proteins involved in antigen 
presentation, and receptors required for neutrophil adhesion and migration[79]. 
Intriguingly the NF-κB induced cytokines, e.g. TNFα and IL-1, are also very 
strong NF-κB inducers. This mutual stimulating relationship establishes a 
positive autoregulatory loop which magnifies the inflammatory response and 
lead to chronic inflammation[41]. NF-κB also is a transcriptional regulator of 
HIV[78]. Two NF-κB binding sites in the HIV long terminal repeat (LTR) have 
been proposed to be involved in viral transcription and replication[80]. It has 
been reported that HIV infection induces NF-κB activation. The activated NF-
κB may play several roles in HIV infection: to promote viral replication, prevent 
virus-induced apoptosis and mediate the immune response to the invading 
pathogen[81].  
 
1.5 Cancer chemotherapy 
1.5.1Overview of cancer 
Cancer is a major cause of morbidity in the world. More than one in three 
people will be diagnosed  with cancer during their lifetime and one in four will 
die from cancer[82]. Cancer occurs when cells in part of body begin to grow out 
of control. Generally, production of new cells is regulated to keep the number 
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of any particular type cell constant. In the case of cancers, the new cells grow 
unregulated and give rise to clones of cells that can expand to a considerable 
size and develop into a tumour. The benign tumour is confined to a few cell 
layers and does not invade surrounding tissues. Cancer is a malignant tumour 
which infiltrates the surround normal tissues and also tends to metastasize to 
invade distant organs. Among over 200 different types of cancers, lung, breast, 
colorectal and prostate cancers account for over half of all cases diagnosed[83]. 
 
1.5.2 General strategy of cancer treatment 
The strategy of solid tumour treatment highly depends on the stage of a 
certain cancer. The stage of cancer is a descriptor of the scale of cancer cell 
spread. The tumour stage is based on the size of a tumour, the involvement of 
the lymph nodes and the distance metastasis. There are several different 
systems for cancer staging. The Duke's classification system is the original 
staging system[84]. TNM (Tumour, Node, and Metastisis) is another solid 
cancer staging system developed by American Joint Committee on Cancer 
(AJCC)[85]. Treatments for cancer include conventional therapy (surgery, 
radiotherapy and chemotherapy) and biological therapy. Surgery is the 
original and still remains as the major therapeutic measure for those tumours 
at earlier stages. Radiotherapy involves using high energy radiation to locally 
eradicate cancerous cell while sparing normal ones. It is mainly used, in 
combination with surgery and/or chemotherapy, for non-metastatic or 
 23
recurrent cancer treatment. It is often used prior to surgery to reduce the size 
of a tumour, or after surgery to destroy any remaining cancer cells, and to 
relieve symptoms. 
 
1.5.3 Conventional cancer chemotherapy 
Although surgery is the primary option for solid cancer treatment, the systemic 
chemotherapy is the major means for the treatment of advanced cancer 
patients. The major chemotherapeutic principle is the use of cytotoxic drugs to 
destroy cancer cells by preventing cancer cells from further multiplying. In the 
last several decades, cancer treatment outcomes have been significantly 
improved by chemotherapy, in combination with surgery and/or 
radiotherapy[86-88]. 
 
1.5.3.1 Conventional chemotherapeutic drugs 
There are around 50 different anti-cancer drugs which can be subdivided into 
several groups based on their chemical structures and anti-cancer 
mechanisms. The majority of anti-cancer drugs can be broadly classified into 
5 catagories, e.g. antimetabolites, topoisomerase inhibitors, alkylating 
agents, anthracyclines and plantalkaloids[89]. All of these drugs affect cell 
division or DNA synthesis.  
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1.5.3.1.1 Antimetabolites 
Antimetabolites are a class of drugs that interfere with DNA and RNA growth 
by substituting for the normal building blocks of RNA and DNA. These agents 
target S phase cells. They are commonly used to treat a broad range of 
cancer types e.g. leukemias, tumours of the breast, ovary and the intestinal 
tract, etc. 5-Fluorouracil (5-FU) and gemcitabine are the representative agents 
in this group.  
5-fluorouracil (5-FU) 
5-FU is most widely used and studied anti-cancer drug. It has been used in 
the treatment of various kinds of tumours including colorectal, pancreatic, 
breast and ovarian cancers over 40 years and remains as a cornerstone 
therapeutic agent[90]. 5-FU is an analogue of uracil in which the hydrogen 
atom in position 5 of uracil is replaced by the similar sized atom of fluorine 
(Fig. 1.7E) and designed to occupy the active sites of enzyme targets thereby 
blocking metabolism in malignant cells. 5-FU was first invented based on the 
insightful observation that rat hepatoma tumours incorporate uracil into DNA 
to a significantly greater extent than corresponding normal tissue[91]. Some 
scientists postulated that a chemically modified uracil molecule might be 
effective in disrupting tumour DNA biosynthesis. 5-FU acts by the formation of 
FdUMP which is an inhibitor of thymidylate synthase (TS) which involved in 
synthesis of DNA. Normally, in the presence of the cofactor 5, 10 methylence 
tetrahydro folate (MeTHF) serving as the methyl donor, TS and dUMP form a 
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ternary complex which enables transfer of methyl group onto dUMP to form 
thymidine 5’-monophosphate (dTMP). Following 5-FU exposure and adequate 
FdUMP formation, the methyl transfer does not take place because the 
fluorine atom in 5 position of FdUMP is more tightly bound than hydrogen. TS 
is then trapped in a slowly reversible ternary complex. The formation of dTMP 
is therefore blocked. As a consequence, the cancer cells will die from the lack 
of thymidine 5’-triphosphate (dTTP) for DNA replication and repair[92] (Fig. 1.5).  
5-FU is toxic to all human cells undergoing DNA synthesis but displays its 
selectivity by targeting rapidly cycling tumour cells. It mainly exerts its anti-
cancer effects in the S-phase (inhibition of DNA synthesis) and G1-phase 
(incorporation of 5-FU derivatives into RNA). Therefore 5-FU also introduces 
cell cycle disturbance in cancer cells. 5-FU induces G1/S phase checkpoint 
block and inhibits cancer cells to traverse into S-phase[93]. Cell cycle 
progression is regulated by cyclin dependant kinases (CDKs). 
Phosphorylation of retinoblastoma (Rb) family proteins by activated CDKs 
results in release of transcription factors that cause cell cycle progression. Rb 
is phosphorylated by cyclin D1 and CDK4/6 in the early G1 phase. The 
phosphorylation of Rb by CDK2 is aided by cyclin E in the late G1 phase, with 
the release of the transcriptional factor, E2F. There is an up-regulation of 
cyclin E and down-regulation of cyclin D1 in 5-FU treated cells. This results in 
an inactivation of G1 regulator cyclin D1/CDK4 and increased binding of p21, 
a cyclin dependant kinase inhibitor (CKI), to CDK4. Increased p21-CDK4 
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binding causes release of cyclin E/CDK2 in the late G1 phase. Thus the 
alteration of p21, cyclin D1 and E, and augmented binding of p21 to CDK4 
induce G1-S phase arrest by 5-FU[94].      
 
Gemcitabine (2´, 2´-difluorodeoxycytidine, dFdC) 
dFdC is a deoxycytidine analogue which differs structurally from other cytidine 
analogues, like cytosine arabinoside (Ara-C), by the presence of fluorine 
substitutes at 2´ position of furanose ring (Fig. 1.6)[95]. It was first synthesized 
in the 1980s by Eli Lilly Inc., Indianapolis, IN[96] as an antiviral agent. 
Extensive research and observation led to the discovery of its anti-
tumourogenic properties. Consequently it has been an area of research for 
numerous years and today it is an effective single agent in the treatment of 
metastatic pancreatic cancer[97] and in combination chemotherapy in non-
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Figure 1.5: The 5-fluorouracil metabolism pathway  
MeTHF: methylence tetrahydro folate. TS 5-FU inhibits DNA Synthesis by trapping TS in 
a slowly reversible ternary complex (lower part of figure). 5-FU can also inhibit RNA 
synthesis (upper part of figure).  
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small cell lung[98], bladder[99] and breast cancers[100]. It has also been used for 
other cancers like ovarian cancer, mesothelioma and head and neck cancers. 
 
 
Inside the cell dFdC is first phosphorylated to its monophosphate (dFdCMP) 
by deoxycytidine kinase (dCK), followed by subsequent phosphorylations that 
yields its active forms, gemcitabine diphosphate (dFdCDP) and triphosphate 
(dFdCTP)[101] (Fig. 1.6). Phosphorylation of dFdC by dCK is considered to be 
the rate limiting step for further phosphorylation of active metabolites. dCK 
deficiency is therefore considered to be a form of acquired and intrinsic 
resistance mechanism to dFdC in numerous cancers[102] (Fig. 1.6). dFdC is 
also phosphorylated by thymidine kinase 2 (TK2), a mitochondrial enzyme, 
Figure 1.6: Mechanism of action of dFdC and possible resistance inducing targets.  
Dotted brackets indicate possible mechanism of resistance. GEM: gemcitabine, DA: 
deaminases, NTs: nucleoside transporters, EP: efflux pumps, dCK: deoxycytidine kinase, 
5´NT: 5´nucleotidase, P: phosphate, RR: ribonucleotide reductase, CTP: cytosine 
triphosphate.  
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although substrate specificity of TK2 is quite low as compared to that of dCK 
and its role in dFdC tumour toxicity is yet to be defined[103]. 
 
dFdC mainly arrests cells in S-phase and induces secondary apoptotic cell 
death[104] although its killing effects are not limited to S-phase of cell cycle and 
equally effective against confluent cells and cells in log phase growth[105]. 
dFdC has multiple intracellular targets. Its antiproliferative activity mostly 
depends on numerous inhibitory actions of DNA synthesis. dFdCTP competes 
with dCTP as a weak inhibitor of DNA polymerase (Fig. 1.6). Once penetrating 
DNA it waits for incorporation of one or more nucleotides which leads to DNA 
polymerization termination and a single strand breakage[106]. The addition of 
the ‘extra’ nucleotide and its non terminal position in the DNA chain protects it 
from detection and repair by DNA repair enzymes (masked chain termination) 
locking the drug in a penultimate position in DNA[107]. dFdCTP is presumably 
also known to incorporate into RNA resulting in inhibition of RNA synthesis 
(Fig. 1.6). The exact molecular events of this RNA incorporation are yet fully 
elucidated but the effect is reported to be cell line, time and concentration-
dependent[108]. dFdCDP, on the other hand, inhibits the enzyme ribonucleotide 
reductase (RR) (Fig. 1.6), which is increased in many of the in vitro[102] and in 
vivo[96] models of acquired dFdC resistance. RR supports the reduction of 
ribonucleotides to their corresponding deoxyribonucleotides necessary for 
DNA synthesis and DNA repair. Its inhibition leads to depletion of dCTP, a 
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potential dCK inhibitor, resulting in more efficient phosphorylation of dFdC[96]. 
Other reported activities of dFdC metabolites that increase accumulation of 
dFdC in the cell and reduce its metabolism (self-potentiation) include 
depletion of dCTP pools by dFdCTP which, in turn, increases the 
incorporation of dFdCTP in the DNA. Increased concentration of dFdCTP 
directly affects dCMP-deaminase with a consequent decrease in dFdC 
catabolism[109,110].  
 
1.5.3.1.2 Topoisomerase inhibitors 
Topoisomerases convert a superhelical DNA to a less twisted, covalently 
closed form during DNA replication. There are two topoisomerases, e.g. 
topoisomerases I and II. Topoisomerase inhibiting drugs prevent religation of 
DNA by stabilizing the covalent topoisomerase-DNA complex. Therefore 
targeting topoisomerases can block DNA replication and induce double-strand 
(topoisomerase I inhibition) and single-strand (topoisomerase II inhibition) 
DNA break in cancer cells[111]. Topoisomerase I inhibitors arrest cells in the 
G2/M phase[112]. The typical topoisomerase inhibitors include irinotecan (CPT-
11), topotecan, etoposide (VP16) and teniposide.  
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Topotecan (Fig. 1.7A) is a topoisomerase I inhibitor[113]. Topotecan is known 
to have cytotoxic properties against lung, breast and ovarian cancers[114]. 
Topotecan transforms from a closed ring lactone form that predominates at pH 
less than 4 to an open ringed hydroxyl form which predominates at pH greater 
than 10[115]. It is the pharmacologically active lactone form that inhibits DNA 
topoisomerase I. 
 
Etoposide (VP-16; Fig. 1.7B) is a commonly used antineoplastic drug used in 
Figure1. 7: The chemical structure of anti-cancer drugs 
(A) Topotecan, (B) Etoposide, (C) Doxorubicin, (D) Lomustine and (E) 5-Fluorouracil. 
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the treatment of various kinds of cancer like testicular cancer, small-cell lung 
cancer and several other malignancies[116,117]. It inhibits DNA topoisomerase 
II[118]. The chemical structure of etoposide is composed of a semi-synthetic 
glucoside derivative of podophyllotoxin. 
 
1.5.3.1.3 Anthracyclines  
Anthracyclins are anti-tumour antibiotics that interfere with enzymes involved 
in DNA replication. These agents work in all phases of the cell cycle. Thus, 
they are widely used for a variety of cancers. Examples of anthracyclines 
include daunorubicin, doxorubicin, epirubicin and idarubicin. 
 
Doxorubicin (Adriamycin; Fig. 1.7C) is a representative anthracyclin widely 
used in the chemotherapy of solid tumours, lymphomas and leukemias[119]. It 
is considered as the most effective therapeutic agent for breast cancer 
chemotherapy[120]. The anti-cancer mechanisms of doxorubicin are 
multifactorial. It inhibits DNA topoisomerase II. Doxorubicin consists of a 
planar anthraquinone nucleus attached to an amino-containing sugar. The 
planar ring inserts perpendicularly to the long axis of the double helix, 
between two DNA base pairs, with the amino sugar linked to the sugar-
phosphate backbone through hydrogen bonds. It may also alter membrane 
fluidity, ion transport and hence biochemical equilibria by binding to cell 
membrane. Doxorubicin is also known to cause DNA damage by generating 
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semiquinone species that can lead to production of free radicals and hydroxyl 
radicals. Cytoplasmic and nuclear proteinase complexes called proteasomes 
can degrade proteins through non-lysosomal mechanisms and are involved in 
modulating the activity of doxorubicin[119]. The 26S proteasome is believed to 
play an important role in processing and degradation of regulatory proteins 
involved in the control of cell growth and metabolism[121,122]. Doxorubicin is 
transported by the proteasome to the nucleus of the cells through a series of 
steps. After diffusing into the cancer cells, doxorubicin binds to the 20S 
proteasomal subunit in the cytoplasm. An ATP-dependent process then drives 
this complex into the nucleus through nuclear pores. Due to its higher affinity 
to DNA, doxorubicin dissociates from the proteasome and binds to DNA[123]. 
Doxorubicin binds as reversible non competitive inhibitor of protease to the 
allosteric site of the chymotrypsin-like protease activity of 20S proteasome[124]. 
This causes accumulation of undergraded proteins that signal apoptosis. 
 
 1.5.3.1.4 Alkylating agents  
Alkylating agents involve reactions with guanine in DNA. These drugs add 
methyl or other alkyl groups onto molecules where they do not belong. This in 
turn prevents the cancer cell from reproducing. As a class of drugs, they work 
in all phases of the cell cycle. Alkylating agents are commonly used to treat 
acute and chronic leukemia, lymphoma, Hodgkin’s disease, multiple myeloma 
as well as cancers of the lung, breast and ovary[125]. Lomustine (CCNU) is one 
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of the alkylating agents (Fig. 1.7D). 
 
1.5.3.2 The major limitations of conventional chemotherapy 
Although the outcomes of cancer treatment have been significantly improved 
by chemotherapy in the last three decades, the clinical success of cancer 
chemotherapy has been severely hindered by the high non-specific toxicity to 
the vital tissues and organs and de novo and acquired chemoresistance. 
 
1.5.3.2.1 Chemoresistance 
The resistance of cancer cells to chemotherapeutic drugs is one of the major 
limitations for its clinical use. Resistance to anti-cancer drugs can be either 
intrinsic (present in the cancer cell before treatment) or acquired after 
treatment. Apart from resistance to the drugs being administered, cancer cells 
can also develop cross-resistance to many other drugs with different 
moelcular structures and intracellular targets. This phenomenon is known as 
multiple drug resistance. The molecular targets and metabolic pathways are 
widely different for different anti-cancer drugs. Therefore the molecular 
chemoresistant mechanisms also vary for different anti-cancer drugs. The 
major chemoresistant mechanisms are as follows. 
 
 Altered expression and/or activity of drug efflux pumps  
Two genes code for the formation of proteins that are involved in the transport 
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of drugs out of the cell. Multiple drug resistance gene（MDR1） codes for P-
glycoprotein (Pgp)[126] and multidrug resistance-associated protein gene 
codes for multidrug resistance-associated protein (MRP)[127]. The 
overexpression of Pgp, a member of the ATP-binding cassette family[128], is 
responsible for the energy dependent efflux of numerous chemotherapeutic 
drugs including etoposide and doxorubicin[129-131]. Topoisomerase inhibitors 
can induce the overexpression of breast cancer resistance 
protein/mitoxantrone resistance/placenta-specific ATP binding cassette 
(BCRP/MXR/ABCP), a member of the ATP-binding cassette (ABC) family of 
transporter proteins, in human tumour cells[132]. The decreased accumulation 
of the drug due to the enhanced efflux by the energy dependent pump may 
result in resistance to the drug. Another member of the ABC transporter family, 
Mrp4, has the ability to transport numerous compounds including organic 
anions as well as antiviral and retroviral compounds that find it difficult to 
penetrate the central nervous system[133-135]. Topoisomerase I inhibitors like 
topotecan is also one of the substrates for Mrp4. Thus Mrp4 overexpression is 
believed to block drug penetration in tumour cells and confer resistance to 
them against these drugs[136]. 
  
Metabolizing and conjugating enzymes 
The human body is exposed to a wide array of xenobiotics in one’s lifetime 
from food components to environmental toxins to pharmaceuticals.The 
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glutathione S-transferase enzyme system is naturally present in the body as a 
detoxification mechanism[137]. When cancer cells are exposed to anti-cancer 
drugs, the levels of these enzymes increase. The enzymes combine with the 
drugs, forming a complex called a conjugate that is less toxic and 
ineffective[138]. It has been reported that glutathione-S-transferase (GST) is  
responsible for resistance to alkylating agents[139]. The thiolate moiety of the 
tripeptide glutathione is believed to play a role in detoxification by 
nonenzymatic conjugation with alkylating agents[140] resulting in a more water 
soluble and less toxic product.  
 
Topoisomerase is a nuclear enzyme responsible for many aspects of DNA 
functioning, so it is a target of many anti-cancer drugs. In order to be effective, 
the drug must form a three-way complex with the enzyme and DNA. Anything 
that interferes with the formation of this complex will result in resistance. 
Previous studies have reported resistance to topoisomerase inhibitors due to 
the presence of an altered topoisomerase in the resistant cells[141,142]. 
 
Amplification of nuclear DNA-binding enzymes 
The vitamin folic acid assumes a primary role in the synthesis of DNA. Since 
rapidly dividing cancer cells have a great demand for DNA synthesis, anti-
cancer drugs were developed that target the synthetic pathway. 5-flurouracil 
blocks the action of thymidylate synthase. It has been observed that 5-FU 
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resistant tumours express high TS protein levels indicating this as the cause 
of poor prognosis of 5-FU-based chemotherapy in colorectal cancer 
patients[143]. There are other enzymes like uridine phosphorylase and orotate 
phosphorybosyltransferase that can metabolize 5-FU[144]. Hence the cause of 
resistance could also be TS independent.  
 
Mismatch repair deficiency  
There is an accumulation of cells in G2 phase associated with cytotoxicity of 
alkylating agents in MMR-dependent manner[145]. The MMR system thus limits 
the replication of cells that have been targeted by drug-induced mispairs and 
cannot be repaired. One of two heterodimers of MutS homologues are 
involved in mismatch recognition. hMutS-α (heterodimer of hMSH2 and 
hMSH6) is involved in binding to mismatches and small insertion/deletion 
loops while hMutS-β (heterodimer of hMSH2 and hMSH3) binds to the larger 
insertion/deletion loops[146]. Cells with a defective MMR are resistant to the 
alkylating agents as they do not arrest in G2 phase. There is a 100-fold higher 
sensitivity observed in mammalian cells with a proficient MMR than MMR 
deficient counterparts[147].  
 
Modulation of the antiapoptosis pathways 
p53 can transcriptionally activate bax, a bcl-2 family member that promotes 
apoptosis. Mutations in the p53 gene and dysregulation of p53-dependent 
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cellular processes are often associated with cancer and resistance to radio- 
and chemotherapy[148-151]. One biological property of p53 that can explain 
these findings is its ability to promote apoptosis in response to anti-cancer 
drugs[152]. Many Advances have been taken to reconstitute the (wildtype) p53 
tumour suppressor pathway or restorate p53 function by targeting mutant p53 
in cancer cells[153]. It has been found that NF-κB also involve in drug 
resistance through regulates expression of an array of endogenous apoptosis 
inhibitors[154]. To date, there is no completely satisfying explanation for the 
development of multiple drug resistance. It is apparent that in many cases 
there is a coordinated involvement of many systems. 
 
 1.5.3.2.2 Dose-limiting toxicities  
Apart from resistance of cancer cells to anti-cancer drugs, the toxicity of the 
chemotherapeutic drugs to normal tissues is another obstacle for the clinic 
application. Chemotherapy drugs attack proliferating cells with very limited 
distinguishing effect on cancer and fast growing normal cells, such as those in 
the bone marrow and digestive system. The non-specific killing effect 
contributes to all the side effects introduced by chemotherapy. Different drugs 
cause different side effects and different individual might suffer different side 
effects[155]. The most common side effects include suppression of 
haemopoiesis, nausea, vomiting, hair loss, fatigue and diarrhea which 
seriously limit the continuation of chemotherapy. When cancer cells become 
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resistant to drugs, the anti-cancer drug doses must be increased; a large dose 
drug can lead to severe multiorgan toxicities. 
 
1.5.4 Targeted chemotherapy 
As researchers have come to learn more about the inner workings of cancer 
cells, they have begun to create new drugs that attack cancer cells more 
specifically than traditional chemotherapy drugs can. These drugs target 
different properties that set cancer cells apart from normal cells. Most of them 
attack cells with mutant versions of certain genes, or cells that overexpress 
Growth factors, cytokines and ligands[156]. They often have less serious side 
effects than those commonly caused by chemotherapy drugs. For example, 
protein kinases are frequently mutated in human malignancies. Imatinib is the 
first and typical member of a new class of agents that act by inhibiting 
particular tyrosine kinase enzymes, instead of non-specifically inhibiting 
rapidly dividing cells[157]. Preclinical studies using NF-κB inhibitors and 
proteasome inhibitorshave demonstrated that these agents inhibit cancer cells 
growth as well. Now geno-projects  determine  more effective and harmless 
therapeutic methods for every cancer patients by the individual difference of 
pharmacogenetics and molecular biology. The new strategy is dependent on 
the general analysis for the personal life science from pharmacokinetics, 
pharmacodynamics, and oncogenomics[158]. 
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1.5.5 Prodrug chemotherapy 
Various researchers have proposed utilization of biochemical modulators. A 
biochemical modulator is a pharmacological agent designed to enhance the 
biological effect of the chemotherapy, either by selectively increasing the anti-
tumour action or by selectively protecting the host. Prodrugs have been 
developed for cancer treatment to reduce non-specific toxicity. A prodrug is a 
compound which is not originally cytotoxic but can be converted to the active 
forms in cancer cells by some cancer specific enzymes after 
biotransformation in human body. In theory, prodrug can specifically target 
cancer cell and spare normal tissues and improve therapeutic index[159].  
 
1.5.6 NF-κB pathway and chemotherapy 
Chemotherapy has been shown to be of benefit to improve survival in patients 
with cancer. However, its clinical application has been limited due to acquired 
or inherent resistance observed in cancer cells. Although numerous factors 
have been identified, the molecular mechanisms for drug resistance are still 
not fully elucidated. It has been found that NF-κB regulates expression of an 
array of endogenous apoptosis inhibitors, like c-IAPs, X-IAP, c-FLIP, A1/Bfl-1, 
and IEX-1L[154], membrane stabilizing proteins, like Bcl-2 family members or 
adapter molecules that trigger antiapoptotic pathways on death receptors and 
mitochondrial pathway[72]. It acts against the apoptosis induced by 
chemotherapeutic drugs, ionizing radiation and death ligands thus promoting 
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tumour growth and reduced anti-cancer effect[7,160]. An elevated basal activity 
of NF-κB is held responsible for resistance against topoisomerase I and II 
inhibiting drugs[161]. While constitutive activation, which has been observed in 
solid tumours, is seen in the resistant phenotype[162]. The controversy remains 
whether the chemoresistance induced by basal or constitutive NF-κB is 
determined by the type of cell and/or anti-cancer drug. Based on these 
previous studies and fundamental principles, inhibition of NF-κB pathway is 
currently being pursued to improve cancer therapeutic efficacy. Many natural 
substances have been found to downregulate NF-kB production, including 
curcumin[163], green tea[164], resveratrol[165]. Wang et al. used Disulfiram (DS) 
to directly downregulate the activity of NF-κB and to improve cytotoxity of 5-
FU[166]. Cusack et al. used the proteasome inhibitor PS-341 to inhibit 
degradation of IκB enhancing the chemosensitivity of CPT-11[167]. Weiver et al. 
used constructed adenovirus vector, super-repressor IκBα-SR to block the 
degradation of IκB and enhance chemotherapy response[168]. Moreover, 
various pharmacological substances (e.g. thalidomide, bortezomib, 
sulphasalazine) have already entered clinical studies partially showing 
promising results for certain types of cancer[169,170]. 
 
NF-κB inhibitor and Chemosensitizers 
The systemic toxicity caused by high dose-chemotherapy and drug resistance 
is the major obstacle for the success of cancer chemotherapy. Therefore, 
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development of low toxicity or non-toxic chemosensitizers to enhance the anti-
cancer effect of conventional chemotherapeutic agents and reverse 
chemoresistance is an area of significant interest in cancer research and 
oncology. Inhibition of NF-κB activation has been shown to be a useful 
strategy for increasing the sensitivity towards cytostatic drug treatment in vitro 
and in vivo. Many drugs have been investigated for the application as 
chemosensitizers, in which two clinically used non-caner-therapeutic drugs, 
Disulfiram (DS) and triptolide (PG490), manifest strong anti-tumour and 
chemosensitizing activity. Development of a novel anti-cancer drug normally 
take up to 15 years and cost an average of US$ 897 million[171]. Therefore 
translation of old drugs into their novel anti-cancer applications becomes more 
and more attractive to scientists and oncologists. 
 
Disulfiram is a member of the dithiocarbamate family and an aldehyde 
dehydrogenase inhibitor. DS has been used in clinic as an anti-alcoholism 
drug[172] for over 60 years. In the recent years, the anti-cancer activity of DS 
has been demonstrated in several institutions. It has been known to exhibit its 
anti-tumour activity in a number of cell lines including human melanoma 
cells[173], human colorectal cancer cell lines[166], prostate cancer cells[174] and 
human breast cancer cells[175]. DS can also enhance the cytotoxicity of certain 
anti-cancer drugs like 5-FU[166], cyclophosphamide[176] and nitrogen 
mustard[177]. It can enhance the sensitivity of Pgp transfected cells to 
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vinblastine and colchicine by inhibiting the maturation of Pgp[178].  
 
The molecular anti-cancer mechanisms of DS are still not fully elucidated. It 
has been reported that DS strongly inhibits cancer angiogenesis[179,180]. It also 
inhibits the activities of NF-κB, AP-1 and bcl-2 and induces G1/S arrest and 
apoptosis in human hepatoma cells[181]. The anti-cancer effect of DS may be 
induced by its pro-apoptotic redox-related mitochondrial membrane 
permeabilization[173] activity. The complexation of DS and Zn resulting in 
inhibition of Zn2+-dependent matrix metalloproteinases[180]. The complexation 
of DS and Cu results in inactivation of Cu/Zn superoxide dismutase[179] and 
hence decreased production of reactive oxygen species. DS is believed to be 
active and in the two-electron oxidized form of diethyldithiocarbamate, 
capable of inducing apoptosis, when it is in a complex with Cu2+[182]. DS has 
the potential to react with sulfhydryl groups and hamper the functioning of the 
enzymes containing them[183] . Hence sulfhydryl groups on NF-kB are also a 
probable target of DS[166]. DS is also a DNA topoisomerase[184] and 26S 
proteasome inhibitor[185]. The proteasome is an important agent that plays key 
roles in cellular signalling. Cancer cells are more dependent on proteasomal 
activities and angiogenesis than normal cells[186-188]. Proteasome inhibition 
seems to influence cancer cells more than normal cells. One of the reasons 
for this observation is believed to be because of the anti-cancer induced 
activation of NF-κB, which aids in tumour promotion, survival and metastasis. 
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This factor helps the proteasome inhibitors to selectively target malignant cells 
in cancer therapy[189,190]. It is also known that cancer cells possess high 
amounts of copper in vivo[191]. Thus therapeutic strategies exploiting these 
characteristics can selectively target cancer cells. Because of these reasons, 
DS is believed to have the potential to efficiently target cancer cells. DS has 
displayed a biphasic pattern of response to cytotoxic dose regarding cell 
viability and NF-κB inhibition in many cell lines[192,193]. The caspase inhibition 
by thiol oxidation achieved by DS[194] is believed to play a role in this 
observation of biphasic pattern, where DS might inhibit proteasome in lower 
doses and inhibit caspases in higher doses[195]. 
 
PG490 was extracted from the Chinese medicinal herb, Tripterygium wilfordii 
Hook F (TWHF), a member of the Celastraceae family. Historically, the 
extracts of TWHF have been used for more than two centuries in traditional 
Chinese medicine to treat a variety of autoimmune and inflammatory diseases 
including rheumatoid arthritis[196]. Biochemical analysis has shown that 
Tripterygium contains a vast array of natural products with strong biological 
activities, which may explain its multiple uses in traditional and allopathic 
medicine. Recently, it was reported that PG490, a purified compound from 
Tripterygium, possessed anti-tumour properties and induced apoptosis in a 
broad range of solid tumours and leukemic cells[197-199]. PG490 also 
potentiates the activities of other agents and therefore may be useful not only 
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as a single compound but also in combination with other cytotoxic drugs for 
cancer treatment. For example, triptolide sensitized tumour necrosis factor -
resistant tumour cells to tumour necrosis factor –induced apoptosis[200]  and 
showed cooperative  proapoptotic effects with doxorubicin[201]. PG490-88, a 
water-soluble prodrug of PG490, is converted to PG490 in the serum[202], can 
cause tumour regression of lung and colon tumour xenografts also acts in 
synergy with CPT-11 to cause tumour regression. A phase I trial of PG490-
88 for solid tumours began recently. 
 
Despite the recognized potent anti-tumour activity of PG490, the exact targets 
and function (or molecular mechanism of action) of PG490 are still unknown. 
So far it is only known that PG490 blocks TNF-kB–mediated induction of c-
IAP1 and c-IAP2 and inhibits expression of the PMA-induced genes tumour 
necrosis factor-α, IL-8, macrophage inflammatory protein-2α, intercellular 
adhesion molecule-1, integrinβ6, vascular endothelial growth factor, 
granulocyte-macrophage colony-stimulating factor, GATA-3, fra-1, and 
NF45[203]; PG490 inhibits constitutively expressed cell cycle regulators and 
survival genes cyclins D1, B1, and A1, cdc-25, bcl-x, and c-jun. and reduces 
expression of cell cycle regulators and survival genes such as cyclins D1, B1, 
A1, cdc-25, bcl-x c-jun[203]. PG490 also inhibits the activation of NF-
KB[200,203,204] pathway to induce caspase activation[197,205]. 
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It was reported that PG490 direct cancer cells to undergo apoptosis in p53 
independent manner. This attracts many scientists attention. Because many 
chemotherapeutic drugs use p53-mediated pathways to induce growth arrest 
and apoptosis, the dysfunction of p53 may partially explain the resistance of 
cancer to drug treatment[206]. The tumour suppressor protein p53 responds 
to different forms of cellular stress such as DNA damage caused by ionizing 
radiation or chemotherapeutic drugs by targeting the checkpoint genes that 
inhibit cell cycle progression and/or trigger apoptosis[207]. In combination with 
chemotherapeutic drugs PG490 enhanced apoptosis through signaling 
pathways involving both p53 and p21[201]. 
 
1.6 Gene-directed enzyme prodrug therapy 
1.6.1 Human cancer gene therapy 
Despite improvements in surgery, radiotherapy and chemotherapy for cancer 
treatment the overall five year survival is still relatively low. Therefore, novel 
treatments need to be developed in order to add to the therapeutic 
armamentarium. Since scientists discovered the molecular structure of genes 
and the molecular basis of numerous human diseases, they were fascinated 
by the possibility of treating certain diseases by transfer of foreign DNA into 
the affected cell. The foreign DNA could either replace defective genes, or 
code for therapeutic proteins. This concept is named gene therapy[208]. Gene 
therapy is a rapidly developing research field for cancer treatment. Recent 
 46
studies divide cancer gene therapy into four major areas: transfer of tumour 
suppressor genes to block tumour cell proliferation; transfer of  genes 
encoding cytokines and stimulatory markers to enhance immunogenicity 
against tumour; transfer of suicide genes that convert inactive prodrugs into 
compounds that are cytotoxic to a tumour or transfer of drug-resistance genes 
into haematopoietic stem cells to increase their resistance to 
myelosuppressive chemotherapeutic agents minimizing toxicity to the 
patient[209]. All these strategies aim to selectively destruct human malignant 
disease while avoiding the destruction of non-malignant cells and tissues 
thereby minimizing toxicity to the patient. A number of apoptosis-inducing 
proteins encoding genes e.g. p53, p202, Fas, E1A, BAX, Bik and PEA3 have 
been used for this approach. Introducing the suicide genes under the control 
of cancer specific promoter systems will specifically express these proteins in 
cancer cells and induce cancer apoptosis. In combination with chemotherapy, 
this strategy showed improvement of cancer treatment outcome. The 
weakness of this strategy is that only the transfected cells can be targeted. 
Because of the low transfection rate, especially in vivo, it is impossible for 
using this procedure to completely eliminate cancer cells especially those 
metastatic cancer cells[210].  
 
1.6.2 Gene-directed enzyme prodrug therapy 
Over the last five years the most exciting developments in cancer gene 
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therapy have come in the field of gene directed enzyme prodrug therapy 
(GDEPT). Fig 1.8 shows the general principle of GDEPT. Cancer GDEPT is 
involved in 2 major steps. In the first step, a cDNA encoding drug-activating 
enzyme under the control of a cancer specific promoter is introduced into 
cancer cells where it will produce an active enzyme. In the second step, a 
non-toxic prodrug, a substrate of the exogenous or cancer specific enzyme, is 
administered systemically. In theory, GDEPT should have two main 
advantages. First, the local expression of an activating enzyme ensures that 
the peripheral toxicity often associated with chemotherapy is reduced[211]. 
Second, the use of a relatively harmless prodrug ensures that high doses can 
be administered to the patient, resulting in high concentrations of the cytotoxic 
drug being produced in vicinity of the tumour. Following the death of the 
tumour cell, the cytotoxic drug may be able diffuse into neighbouring cells and 
kill them, a phenomenon known as the bystander effect. The bystander effect 
ensures that it is not necessary to transfect all of the cells in the tumour. It has 
actually been shown that 100% cell death can be achieved in vitro following 
transfection of only 10% of the cells. GDEPT is comprised of three 
components: the prodrug to be activated, the enzyme (usually nonhuman) 
used for prodrug activation and the delivery system for the corresponding 
gene[212].  
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There are several GDEPT systems which have been investigated for use in 
cancer gene therapy are listed in Table 1.1. The enzymes proposed for 
GDEPT falls into two categories. The first comprises foreign enzymes of 
nonmammalian origin, with or without human homologues. Examples are viral 
tyrosine kinase (TK), bacterial cytosine deaminase (CD), carboxypeptidase 
G2 (CPG2), purine nucleoside phosphorylase (PNP) and nitroreductase (NR). 
The second category consists of enzymes of human origins that are absent or 
expressed only at low concentrations in tumour cells, such as deoxycytidine 
kinase (dCK) and cytochrome P450[213]. The human homologues of enzymes 
Vector 
Tumour 
Enzyme 
encoding gene 
Nontoxic 
Prodrug 
enzyme 
Toxic drug Toxin spreads to 
neighboring cells 
Figure 1.8: Principle of gene-directed enzyme prodrug therapy (GDEPT) 
 An appropriate vector (typically viral) is used to deliver a prodrug-activating enzyme 
coding gene into tumour cells. The subsequently administrated prodrug will be 
converted into a toxic metabolite in the transduced cells. The active drug will 
selectively kills the cancer cells.The surrounding untransfected cancer cells might 
also be killed following prodrug activation.  
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in the first category have different substrate structural requirements than the 
foreign enzymes have. Their main disadvantage as therapeutic agents may be 
the potential to elicit an immune response in humans, although this may 
actually provide benefits to therapy. Enzymes of the second category are 
unlikely to induce immune responses, but their use will in most cases lead to 
some prodrug activation in normal cells.  
Table 1.1 Enzyme-prodrug combinations for suicide gene therapy[214] 
Enzyme Prodrug Product Mechanism 
HSV-tk Gancidovir Gancidovir triphosphate Blocks  DNA  synthesis 
Cytosine deaminase 5-Fluorocytosine 5-Flurouracil(5-FU) Pyrimidine antagonist; blocks DNA and RNA synthesis 
Nitroreductase Nitobenzyloxycarbonyl anthracylines Anthracyclines DNA crosslinking 
Carboxylesterase CPT-11 SN38 Topoisomerase inhibitor 
Cytochrome P450 Cyclophosphamide Phosphoramide mustard 
DNA alkylating agent; blocks 
DNA snthesis 
Purine nucleoside 
phosphorylase 6-Mercaptopurine-DR 6-Mercaptopurine 
Purine antagonist; blocks DNA 
synthesis 
 
HSV1-Tk/GCV system 
The first GDEPT system described was the thymidine kinase gene of the 
Herpes Simplex virus (HSVtk) in combination with the prodrug, Ganciclovir[215]. 
Thymidine kinase (TK) isolated from herpes simplex virus 1 (HSV1) is the 
most intensely studied prodrug-activating enzyme and has been used 
extensively in both preclinical and clinical studies to treat some solid tumours. 
Ganciclovir and acyclovir are guanosine analogues that are poorly 
metabolized by mammalian cellular TK. The TK from HSV1 can convert 
ganciclovir to an intermediate which in turn is converted to di- or tri-
phosphates by celluar kinases and hence incorporated into DNA. The 
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phosphorylated ganciclovir can only kill dividing cells. The active proliferation 
of cancer cells provides the selectivity in cancer cells. The HSV-TK/GCV 
system also shows excellent bystander killing effect as both local due to the 
diffusion of GCV and host immune system mediated forms are active and 
could even result in immune mediated tumour regression in distant 
metastases[216,217] . 
 
Cytocine deaminase (CD)/ flurocytosine (FC) 
This is the second widely studied suicide gene/prodrug system. FC is an 
antifungal non toxic agent. CD is a bacterial/fungal gene that produces 
cytosine deaminase that can convert FC to 5-FU[218]. CD/FC therapy has been 
studied in a wide variety of cancers, most notably in CRC using CEA promoter. 
Phase I trial of CD driven by tumour specific erbB2 promoter in breast cancer 
showed significant level of CD expression. Moreover It also has strong 
bystander killing effect due to the diffusion of 5-FU and do not require gap 
junctions which are usually absent in cancerous condition[219]. 
 
Thymidine phosphorylase (TP)/5’-DFUR 
TP is identical in structure and function to tumour-associated angiogenic 
factor and platelet-derived endothelial cell growth factor[220]. It induces 
neovascularization and prevents tumour cells from entering apoptosis. TP 
expression correlates with fast malignant growth, aggressive invasion 
 51
potential, and poor patient prognosis. TP play a crucial role in activation of 
capecitabine. However, it is only detected in 24% to 66%[221] of tumours with 
5-FU resistant tumours expressing even lower levels[222]. Consequently, 
insufficient conversion of CAP into 5-FU currently is a major limitation of CAP-
based chemotherapy. A human breast cancer cell line transfected with the 
human TP cDNA yielded cells with 165-fold increased sensitivity to 5’-DFUR 
over the parental line. Strong promoters such as CMV have been used to 
increase TP expression in cancer cells and demonstrated enhanced 
cytotoxicity of 5’-deoxy-5-fluorocytidine (5-FC) and 5’-DFUR in vitro and in 
vivo. But, the lack of specificity of these promoters limits the clinical 
development of GDEPT strategies. 
 
1.6.2.1 Prodrugs 
There are several prodrugs have been investigated along with their activing 
enzymes as list in Table 1.1. The prodrugs of 5-FU will be reviewed in detail 
as it was used in this study. 
 
Prodrugs of 5-FU 
5-FU has been used in cancer chemotherapy of over 5 decades and confered 
a survival benefit  over supportive care[223]. But there are a lot of side effects 
derived from non-specific killing effect e.g. myelosuppression and 
gastrointestinal disorders (diarrhea, nausea, vomiting) due mainly to 
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phosphorylation of 5-FU in the digestive tract for example[224]. Hand-foot 
syndrome, stomatitis and neuro- and cardiotoxicities are associated 
with continuous infusions. Other adverse effects associated with both bolus-
dose and continuous-infusion regimens include nausea and vomiting, diarrhea, 
alopecia and dermatitis[159].  
 
Several prodrugs of 5-FU have been developed to diminish toxicity and 
enhance activity. All prodrugs of 5-FU are characterized by a pyrimidine ring 
with a fluoride in position 5. They are designed to be well absorbed intact from 
the gastrointestinal tract and subsequently enzymatically converted into 5-FU 
in the liver or within the tumour itself in order to expose the tumour to 5-FU for 
a longer time but at lower concentration than those observed after 
administration hence minimizing toxicity.   
 
FdUrd (5-Fluoro-2’-deoxyuridine), the first generation of 5-FU prodrug, is 
more efficiently metabolized by the liver than 5-FU. Hence, it is mainly used to 
treat liver metastases of colon cancer by hepatic arterial administration. Even 
if severely compromised by the FdUrd induced hepatoxicity, it has been 
demonstrated in a meta-analysis of randomized trials that hepatic arterial 
administration of FdUrd is superior in terms of response rate and survival to 
intravenous treatment[225].  
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5’-deoxy-5-fluorouridine (5’-DFUR) is the second generation of 5-FU 
prodrug and has a molecular structure consisting of a molecule of 5-FU to 
which a pseudopentose is bonded in position 1. Rationale for its development 
has been the need of the enzyme TP, a tumour-associated angiogenesis 
factor[226], for cleavage and activation into 5-FU. The high level of this enzyme 
in tumours and in the intestinal tract compared with normal tissues left hope 
for an enhanced selectivity. The first clinical trials of 5’-DFUR with an 
intravenous administration has indicated good activity for colorectal cancers[91]. 
The main limitation of 5’-DFUR derives from its gastrointestinal toxicity, 
attributed to liberation of 5-FU in the small intestine under the action of 
thymidine phosphorylase (TP)[227]. 
 
Capecitabine (Xeloda, CAP) is the third generation and oral version of 5-FU 
prodrug. Its molecular structure is N4-pentyloxycarbonyl-5’-deoxy-5-
fluorocytide (Fig. 1.9). CAP was designed as an oral formulation and 
circumvents the unacceptable toxicity of the second generation prodrug 5’-
DFUR. CAP was designed as a prodrug of 5’-DFUR that could not be 
metabolized by TP in the intestine. After oral administration, CAP crosses the 
gastrointestinal barrier intact and is rapidly and almost completely absorbed, 
diarrhea should not thus occur with its use[228]. It is subsequently converted 
into 5-FU in a three-stage mechanism involving several enzymes (Fig. 1.9). In 
the first step, it is metabolized into 5’-deoxy-5-fluorocytidine (5’dFCR) by a 60 
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kDa carboxylesterase in the liver. 5’dFCR is then deaminated into 5’-DFUR by 
cytidine deaminase mainly localized in liver and tumour tissues. Finally, 5’-
DFUR is transformed into 5-FU under the action of TP, an enzyme with higher 
activity in tumour than in normal tissues[229,230]. Higher levels of 5-FU are thus 
produced within tumours with minimal exposure of healthy tissue to 5-FU.  TP 
is identical to the angiogenic agent ‘platelet derived endothelial cell growth 
factor’ (PD-ECGF)[220].  
 
Figure 1.9: Structure and metabolic pathway of capecitabine.  
CE: Carboxylesterase; CD: Cytidine deaminase. Capecitabin is converted into 5-FU in 
three-stage mechanism. 5’-DFUR could be converted into 5’-DFUR either in liver or 
tumour cell. 
 
CAP was rationally designed to provide an oral therapy. Oral administration 
enables convenient, patient-oriented and home-based therapy. An additional 
advantage, which makes CAP an attractive compound, is its assumed 
targeting of tumour tissue[231]. The proposed accumulation of 5-FU in tumours 
by metabolic targeting has been confirmed by measurement of 5-FU 
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concentrations in colorectal cancer tissue compared with adjacent normal 
tissue[232]. Its activity and safety had already been tested in two large phase III 
trials. Van et al found a significant difference in the patientsresponse rate to 
CAP and FU/LV (26% for CAP VS 17% for FU/LV). However, medium overall 
survival time (12.9 months vs 12.8 months) was not significant improved[233]. 
CAP is currently approved for first-line treatment of metastatic colorectal 
cancer and is now commercialized in Europe as a momotherapy. The major 
adverse events associated with CAP were mild to moderate in severity, with a 
particularly low incidence of alopecia and myelosuppression compared with 
FU/LV. The most common side effects of CAP are: diarrhea, nausea, vomiting, 
stomatitis (sores in mouth and throat), abdominal (stomach area) pain, upset 
stomach, constipation, loss of appetite and dehydration[234]. 
 
Targeting tumour tissues by CAP may result in a favorable balance of 
treatment efficacy and toxicity. Tumour specific high level TP expression 
would potentially enables the enrichment of 5-FU in tumour cells while 
reducing exposure of normal tissues. However, TP is only detected in 24% to 
66%[221] of tumours with 5-FU resistant tumours expressing even lower 
levels[222]. Consequently, insufficient conversion of CAP into 5-FU currently is 
a major limitation of CAP-based chemotherapy.  Since the conversion of CAP 
to 5-FU is mediated by TP, the combination of CAP with agents that 
upregulate TP concentrations in tumour tissue offers the potential to improve 
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efficacy further[235,236]. 
 
Although, in theory, prodrug should have two main advantages, which may 
translate into an improved therapeutic index, there are some drawbacks which 
limit the success of prodrug-based cancer treatment. Firstly, in some tumours, 
the prodrug activating enzymes are not expressed at high levels. This will limit 
the conversion of prodrugs to their active counterparts and reduce the 
therapeutic effect. Secondly, the prodrug-catalyzing enzymes are not solely 
expressed in cancer cells. They are also expressed in some normal tissues, 
normally at lower levels. The expression of these enzymes in normal tissues 
will introduce non-specific systemic toxicity. Thus, increasing these prodrug-
catalyzing enzymes in cancer cells is an approach to improve the therapeutic 
effect of prodrugs for cancer chemotherapy[237].  
 
1.6.2.2 Delivery systems 
To date, clinical trials have focused on the delivery of genes specifically to the 
tumour site by intratumoural injection using both viral and nonviral delivery 
agents. A number of strategies are now being developed. These include 
exploitation of natural viral tropisms, such as those exhibited by adenoviruses 
to target lung epithelium, retargeting viruses using a bispecific molecule to 
simultaneously block native receptor binding, redirecting virus to a tissue-
specific receptor, genetically modifying the virus to ablate native receptor 
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interactions and incorporating a novel ligand into one of the virus’ coat 
proteins and using tissue-specific ligands or monoclonal antibodies 
incorporated onto the surface of liposomes to direct them to target cells[238,239]. 
Some non-virus delivery systems have developed as well. However, none of 
these systems is really cancer specific. 
  
1.6.2.3 Cancer specific promoter systems 
GDEPT may be considered as using gene therapy to improve conventional 
chemotherapy. In theory GDEPT should have two main advantages e.g. the 
high cancer specificity and the effect of bystander killing which may translate 
GDEPT into an improved therapeutic index. The greater selection of GDEPT 
is due to use tissue or tumour specific promoters so that the transgene is only 
expressed in tumour cells and not in the surrounding tissue. For instance, 
since cERB2 is overexpressed by the majority of breast tumours the cERB2 
promoter has been used in a clinical trial of cytotoxic gene therapy for 
metastatic breast cancer[240]. Similarly the CEA promoter can be used to 
improve specificity of gene expression for colorectal cancer[241].The CEA 
promoter is inactive in hepatocytes but active in colon-derived malignant cells. 
The selectivity of CEA has been proved by comparing the effects of two 
adenovirus constructs carrying the gene for HSVtk with either a CEA promoter 
or the ubiquitously activated cytomegalovirus (CMV) promoter. The Ad.CEA-tk 
construct allowed expression of HSVtk within the metastatic tumours while the 
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Ad.CMV-tk construct led to widespread expression of HSVtk within both the 
metastases and the surrounding liver. However, the CEA promoter is much 
less effective than CMV leading to a 30% reduction in HSVtk expression 
despite increasing the dose of adenovirus. This balance between selectivity 
and effectiveness epitomizes the problems faced by many gene therapy 
strategies. A similar strategy has been reported using the cytosine deaminase 
(CD) gene and treatment with 5-fluorocytosine (5-FC) for the treatment of 
mice with colorectal cancer xenografts[242]. When the CD gene is under the 
control of a CEA promoter the tumour regression and survival rates are 
improved with a lower incidence of bone marrow suppression compared with 
those treated with CD under the control of an SV40 promoter[243].  
  
Promoters and enhancers 
Gene expression is regulated by a complex interaction of factors to produce 
diverse effects. Promoter is a DNA sequence that enables a gene to be 
transcribed. Promoter includes the region of transcription start and the 
adjacent upstream region of about several tens of nucleotides. One promoter 
is found in all genes that produce proteins. The core or basal promoter 
contains a sequence of 7 nucleotides, TATAAAA, which is named TATA box. 
Apart from the basal promoter, there are ubiquitous upstream promoter 
sequences which attract other sequence-specific transcription factors (e.g. 
TFIIB and TFIIA) and help construct the transcription complex. Different genes 
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are thus regulated by different promoters and combinations of transcription 
factors even though transcription factors are shared among genes within the 
cell. Enhancer is a short region of DNA that can be bound with transcription 
factors to enhance transcription levels of genes in a gene-cluster. An 
enhancer does not need to be particularly close to the gene it acts on, and 
need not be located on the same chromosome. Enhancers can be located 
upstream, downstream, or even within the gene they control. It enhances  the 
level of transcription depends on the type of tissue, developmental stage, 
stage of the cell cycle, induction by hormones or other molecular signals. 
Cellular promoters that are preferentially activated under certain conditions 
like diseased states as well as novel molecular adaptations of these 
promoters have been harned to drive transgene expression in the target cell 
population. Promoters which are using for cancer therapy can be spilt into 
subgroups of tissue-specific promoters, tumour-specific promoter depending 
on their discrete characteristics.  
 
Tissue-specific promoters 
Tissue-specific promoters are using to exploit genes that are switched on only 
in certain tissues. A panel of tissue-specific promoters is currently used in 
cancer gene therapy. For instance tyrosinase is used for 
melanocytes/melanoma[244]. Similarly prostate-specific antigen is used for 
prostate[245]. One of the main limitations of this type of promoter is that 
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transgeneexpression may lead to cytotoxic effects in normal as well as tumour 
tissue derived from that same cell type. Therefore, the use of such promoters 
must be restricted to tissues in which damage is not critical for the survival of 
the host, e.g. prostate, melanocytes or thyroid. If the tissue/organ is critical, 
then the transgenes must be delivered directly to the tumour site to prevent 
normal tissue toxicity or be delivered with retroviruses which are less efficient 
at infecting nondividing slowly proliferating normal tissues, such as the liver. 
 
Tumour-specific promoters 
Tumour-specific promoters can be subdivided into cancer-specific promoter 
and tumour-specific promoter depending on discrete characteristics. 
 
General cancer-specific promoters 
A common problem with the use of the tissue-specific promoters is that 
transgene expression can also occur in the normal tissue hence tissue 
damage may happen not only in certain acceptable organs but also in organs 
such as brain and liver.  
 
The most attractive cancer promoter nowadays is telomerase promoter. In 
cells, to prevent the loss or mutation of essential genes, the end of each 
chromosome is tied up by a special strand of DNA called a telomere. each 
successive round of cell division, telomeres progressively decrease in length, 
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loosing up to 200 base pairs of terminal DNA from the tips of their 
chromosomes[246]. The more times a cell divides, the shorter the telomere 
becomes and ultimately after a limited number of cell divisions, the length of 
the telomere becomes so short that the cell ceases to divide, eventually die. 
Telomerase is a naturally occurring enzyme, that catalyses the extension of 
telomeres in cells. Telomerase is only found to be active in sperm, ovum and 
during the development of the embryo[247]. In these situations it is necessary 
for cells to repair their telomeres. Once the body is fully formed and telomeres 
of sufficient length have been synthesized, the telomerase activity is shut off 
in the majority of cells and their telomeres begin to shorten as they reproduce. 
In germline cells and some other cells involved in the immune system, 
telomerase remains active in order to keep the length of their telomeres 
constant. Telomerase actually comprises of two components, both of which 
are essential for telomerase to be active in a cell. The first component is 
Human telomerase reverse transcriptase (hTERT). hTERT catalyses the 
lengthening of the telomere [248]. The second component is human telomerase 
RNA (hTR) which acts as a template for replication. hTR is approximately 445 
nucleotides long. It has found that approximately 90% of human cancers 
possess active telomerase. Whereas normal somatic tissues have either 
much lower or undetectable activity[249]. This highlights the critical role 
telomerase plays in tumour progression. A number of studies have used these 
two promoters to drive transgene expression for therapeutic benefit. Pan and 
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Koeneman first described the use of the hTERT promoter in a retroviral 
system and combined it with a Cre/loxP site-specific recombination system to 
allow the killing of p53-negative tumour cells while sparing normal wild-type 
cells[250]. Since then, many papers have reported the use of both promoters in 
several different tumour types in combination with several different transgenes.  
 
Limited cancer specific promoters 
Certain types of tumour often overexpress genes of oncofoetal origin that are 
silent in normal tissue. Their promoters are being utilized for transcriptional 
regulation of therapeutic genes. The well-characterised promoters of these 
tumour specific genes are the carcinoembryonic antigen (CEA).  
 
CEA is a cell surface glycoprotein containing approximately 60% 
carbohydrates with a molecular mass of 180 – 200 kDa[251]. The human CEA 
family has been fully characterized. It comprises 29 genes of which 18 are 
expressed in which 7 belong to the CEA subgroup and 11 to the pregnancy 
specific glycoprotein subgroup. The sequence controlling CEA expression has 
been analyzed. Five DNA binding sites (FP1 to FP5) were identified in the 
promoter region of CEA gene[252]. The first 3 elements are essential for 
specific CEA transcription. The promoter regions of the CEA family members 
lack the classical TATA and CCAAT elements. The upstream stimulatory factor 
(USF), Sp1 and Sp1-like transcription factors were identified that bind to these 
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sites and positively regulate the transcription of CEA gene. If counting the 
translational starting point (ATG) as +1, the positions of these DNA binding 
sites are: FP1, -165 - -141; FP2, -207 - -184; FP3, -232 - -211; FP4, -299 - -
276; FP5, -568 - -560. The general schematic structure of promoter region of 
CEA gene is shown in Fig. 1.10. 
 
There is a 2.1 kb transcription enhancer fragment between 4.0 to 6.1 kb 
upstream of the CEA protein translation initiation site[252-254]. 
 
Some years after its discovery, the researchers found that CEA protein could 
be detected in serum from patients with colon cancer and other carcinomas 
using sensitivity radioimmunoassay. Only low or neglectable levels of CEA 
are detected in the serum from healthy individuals and patients with other 
diseases[255]. This created a burst of interest in this tumour marker and CEA 
assays were applied to a number of clinical questions related to diagnosis, 
staging, monitoring and prognosis of carcinomas. The tumour associated 
carcinoembryonic antigen in human colon cancer tissue extract was first 
Figure 1.10: The schematic structure of the promoter region of human CEA gene. 
Translational starting point (ATG), footprint sites (FP1 to FP5). FP1, FP2, FP3 are 
essential for cancer specific CEA transcription. Arrow: transcriptional starting point. 
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described by Gold and Freedman in 1965. CEA present in low amounts in 
several types of normal epithelial cells[256]. Its highly increased expression is 
most often associated with colon, stomach, pancreas, lung and breast 
cancers[257]. It has been reported that CEA is heterogenously overexpressed 
in more than 90% of primary CRC[258].  
 
Many studies have shown that the CEA promoter have lead to high-level 
selective expression of transgenes in CEA-positive cell lines. For example, 
comparing the effects of two adenoviral constructs carrying the gene for 
HSVtk with either a CEA promoter or the ubiquitously activated 
cytomegalovirus (CMV) promoter. The construct carrying CEA allowed 
expression of HSVtk within the metastatic tumours while the construct 
containing CMV led to widespread expression of HSVtk within both the 
metastases and the surrounding liver[241]. A similar strategy has been reported 
utilization of the CEA promoter in an adenovirus vector for CD gene 
expression improves the selectivity of 5-FC/5-FU conversion in CEA-
expressing tumours, compared with those treated with CD under the control of 
an SV40 promoter[80]. As shown previously, the expression of suicide genes, 
E. coli CD and HSV-tk, under the transcriptional control of CEA promoter 
sequences, is limited to CEA-positive colon[259], gastric[260], lung[261], 
pancreatic[262] and cholangiocarcinoma cells[263]. In contrast, the CEA-negative 
lung carcinoma cells[261] do not express reporter or suicide genes when their 
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expression is directed by CEA promoter. These data strongly suggest that 
CEA promoter sequences are active only in CEA-positive cells, fulfilling the 
criteria for tumour specific targeting of suicide genes.  
 
Although the use of CEA for targeted gene therapy has demonstrated cancer 
specific. The therapeutic efficacy of tumour-specific gene therapy using the 
CEA promoter may be limited because of the low transcriptional activity of this 
promoter especially in the case of distant metastases[264]. It is shown that the 
CEA promoter is 10-300 times weaker compared to stronger but non specific 
Rous sarcoma virus or cytomegalovirus promoters[265]. This has led to the 
search for more efficient vector system consisting of the promoter and 
enhancer which are expected to increase the expression of therapeutic gene 
while the CEA provide the necessary specificity. It has been reported that 
using a 2.1 kb CEA enhancer (-4.0 - -6.1) in combination with CEA essential 
promoter region, the cancer specific transcriptional activity of CEA promoter 
could be significantly improved. Using this enhancer-promoter cassette, the 
cytotoxicity of 5-FC is significantly enhanced in vitro and in vivo[265]. The 
efficacy of CEA enhancer is CEA gene expression-dependent. In the low CEA 
expression cancer cells, the transcriptional activity of the CEA enhancer-
promoter system remains at very low levels which limit the general use of this 
system for cancer GDEPT. Some researchers have also tried to use cre/loxP 
system to improve CEA promoter activity and it is efficient in some 
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experimental tumours[264]. However, it has recently reported that Cre/Lox-
dependent transcriptional activity is not enhanced relative to the expression 
using cancer specific promoters and CMV activity is not always significantly 
stronger than some cancer specific promoters[266]. Therefore using Cre/Lox-P 
approach, the target cell range is also limited. This balance between 
selectivity and effectiveness is the major obstacle for using CEA promoter-
based prodrug gene therapy in vivo and in clinical trials. 
 
1.7 Project aims 
The clinical application of gene directed enzyme prodrug therapy (GDEPT) is 
severely limited by the lack of cancer specific promoter with strong 
transcriptional activity. In comparison with normal cells, significantly higher 
NF-kB activity is detected in tumour cells. So the first aim of this study was to 
exploit the potential application of high levels of intra-cellular NF-kB activity 
and the relative tumour specificity of the CEA promoter in cancer gene therapy. 
A mammalian cell expression vector with NF-kB-CEA enhancer-promoter 
cassette upstream of the human thymidine phosphorylase (TP) gene coding 
sequence was constructed. The TP enzyme will be specifically expressed in 
cancer cells and selectively activate the prodrug, 5-DFUR, into its active anti-
cancer derivative, 5-FU, within colorectal cancer (CRC) cells. The effect of this 
enhancer-promoter system on improving the cytotoxicity of 5’-DFUR in cancer 
cell lines in vitro will be investigated. 
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The correlation between high NF-κB activity and 5-FU resistance has been 
reported[154]. The influence of NF-κB in the cytotoxicity of some other anti-
cancer drugs is still largely unknown. The second aim of this study was to 
investigate whether NF-κB activation also plays a part in the chemoresistance 
of breast cancer cells to gemcitabine. 5-FU and dFdC are antimetabolites 
commonly used in oncology. Both drugs share effective therapeutic cancer 
range and with several overlapping molecular targets. The potential cross-
resistance between these two drugs and the potential effect of NF-κB on the 
cross-resistance were also investigated in this project. 
 
Due to the fatal non-specific toxicity of high dose chemotherapy, more 
attention has been paid to development of novel chemosensitizers. 
Chemosensitizer is compound which is non- or low toxic by itself but can 
enhance cytotoxicity of conventional anti-cancer drugs. Because of its 
antiapoptotic effect, NF-κB pathway becomes a very attractive target for 
development of novel chemosensitizers in the recent years. It has been 
reported that both DS and PG490 are effective NF-κB pathway 
inhibitors[166,203]. The third aim of this study is to investigate the 
chemosensitizing effect of DS and PG490 on the cytotoxicity of a panel of 
anti-cancer drugs in human breast, lung and colon cancer cell lines. 
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Materials and Methods 
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2.1 Materials 
2.1.1 General reagents, enzymes and kits 
Promega UK Ltd., Southampton, UK 
Restriction enzymes apart from Pmel and PacI and associated buffers, pfu 
polymerase, Luciferase assay kit, Gel shifting assay kit, 1Kb DNA ladder, Dual 
Luciferase Assay reagents, Access RT-PCR system  
New England Biolabs  
Pmel and PacI enzymes and associated buffers 
CALBIOCHEM, San Diego, USA 
20S proteasome Fluorometric (AMC) assay kit 
Invitrogen, Paisley, UK 
SeaBlue plus 2 prestained protein markers, G418, Trizol, 10 × TAE buffer 
Amersham Biosciences, UK 
Enhanced Chemiluminescence Western Blot Signal Detection Kit 
Roche Diagnostics Ltd., East Sussex, UK 
Complete EDTA free protease inhibitor tablets, Rapid Ligation kit 
GeneFlow, UK 
30% acrylamide:bis-acrylamide (37.5:1), 10 × Transfer buffer, 10 × 
electricpresis buffer 
Qiagen, West Sussex, UK 
Qiaquik gel extraction kit, Qiafilter maxiprep kit, Qiafilter miniprep kit 
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Bio-Rad, UK 
DC Protein Assay Kit 
ERIE SCIENTICFIC Company Portmouth.N.H., US 
Microscope slide 
Millipore, Hertfordshire, UK  
PVDF (polyvinylidene difluoride) membrane  
Sigma, Dorset, UK 
Methanol, Isopropanol, Glycine, HEPES, Sodium chloride, Thymidine, 
KH2PO4, Sodium hydroxide, DTT, EDTA, Nonident p40, Ethidium Bromide, 
Agarose, LB broth, polydIdC (PdIdC), APS(Ammonium persulfate),Triton X-
100, [3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide] MTT 
Tween20, Tris base 
FUJI Corporation Japan 
FUJI X-ray film 
 
2.1.2 Antibodies  
Novocastra, UK  
Anti-thymidine phosphorylase mouse monoclonal antibody 
Sigma, Dorset, UK 
Anti-vinculin monoclonal antibody, Anti-tubulin monoclonal antibody, Anti-CEA 
monoclonal antibody, FITC-conjugated anti-mouse IgG 
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Amersham Biosciences, UK 
Horse radish peroxidase conjugated secondary anti-mouse and anti-goat 
antibodies  
Santa Cruz Biotechnology Inc 
NF-κB/ p50, p65, dCK, RRM1, PCNA, p21, Bcl-2, Cyclin D1, Cyclin E, Bax, 
VEGF, Cyclin D3, Cdk2, CdK4 
Neomarkers, Fremont, CA,  
TS (Thymidylate Synthase) 
BD Bioscience, US 
Ki-67 
BD Pharmingen, US 
p53 
BioMoL International, L. P, UK 
PARP (poly(ADP-ribose) polymerase)  
Abcam, Cambridge, UK 
CEA (Carcino Embryonic Antigen) 
 
2.1.3 Pharmacological compounds 
Eli Lilly Inc., Indianapolis, IN, USA  
Gemcitabine 
Sigma, Dorset, UK 
5-FU, 5’-DFUR, Thymine, Thymidine, Disulfirum, Doxorubicin, Topotecan, 
Etoposide 
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2.1.4 Radiochemical 
Amersham Pharmacia Biotech UK Ltd., Little Chalfont UK 
γ[P] 32 dATP 
 
2.1.5 Tissue culture 
American Tissue Culture Collection, Rockville, USA 
Human CRC cell lines: HT29, HCT15, HCT116, LoVo, Caco2, DLD-1, BE  
RKO, 
Human breast cancer cell lines: MCF7, ZR75,  MDA..MB 231  
Lung cancer cell lines: LDAN, NCI-H23, NCI-H125, CALU. 
Fibroblast: LF114, LF152, WI38, EWLU. 
Squamous carcinoma: A431. 
Astrocytoma: G-CCM. 
Clonetics, USA 
Human normal primary cells: HMEC, HUVEC 
PromoCell, Heidelberg, Germany 
Human normal primary cells: HNEpC 
Prof. PG Johnston, University of Belfast 
Colorectal cancer cell lines: H630WT, H630R10 
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Dr Angel Armesilla, University of Wolverhampton, UK  
Human endothelial cell line: EAhy926 
Dr Weiuang Wang, University of Wolverhampton, UK 
NF-κB p50+p65 transfected (MCF-7p50+65,P, P2, C4) and mock 
transfected,(MCF-7pcDNA3) MCF-7 human breast cancer cell line 
Lonza, UK 
RPMI 1640, DMEM (Dulbecco’ Modified Eagle’s Med), L-glutamine, Fetal 
Bovine Serum, Penicillin-Streptomycin, trypsin-EDTA 
Invitrogen, Paisley, UK 
Lipofectamine transfection reagent, Optimem, G418 
Promega UK Ltd., Southampton, UK 
Hygromycin B, Kanamycine 
 
2.1.6 Buffers 
Tris-EDTA(TE) buffer 
Tris                                              10 mM 
EDTA                                           0.1 mM 
pH                                                   7.4 
RIPA buffer(10 x )  
Tris HCL     25mM 
Sodium dodecyl sulphate  0.1%(W/V) 
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Triton-X 100      1%(V/V) 
NaCl               0.15 M 
EDTA       1 mM 
Protease inhibitor cocktail tablet   1/ 10ml 
Separating buffer        
Tris HCl                         181.5 g/l 
SDS                    4 g/l 
pH                     8.9 
Stacking gel buffer       
Tris HCl                              59 g/l 
SDS                     4 g/l 
pH                      6.7 
10 x TBS          
Tris base                   2.422 g 
NaCl                    16.36 g 
Add water to 1 liter,                 
 PH                                                            7.4 
· 1 × TBS-T: 0.5% Tween 20, pH 7.4, prepared from 10x TBS using 
distilled water. 
Buffer A for EMSA 
                                HEPES (pH 8.0)                                              10 mM 
KCl                                                          10 mM 
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EDTA                                                       0.1 mM 
EGTA                                                       0.1 mM 
Dithiothreitol                                               1 mM 
Protionase inhibitor 
BufferC for EMSA 
                                         HEPES (pH 8.0)                                          29 nM 
NaCl                                                       0.4 M 
                                                EDTA                                                    1 mM 
                                                EGTA                                                    1 mM 
                                                Glyerol                                                     5% 
5 × binding buffer  
Tris(pH 7.6)                                            50 mM  
         KCl,                                                    250 mM 
                                               Dithiothreitol,                                          25 mM 
EDTA                                                     5 mM 
                                               Glycerol                                                    25% 
Sorengens glycine buffer  
Glycine                                                    1 M 
NaCl                                                       1 M 
pH                                                         10.7 
2.2 Cell culture 
The human colorectal cancer cell lines RKO, H630, LoVo, CaCo2, DLD-I, 
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HT29, HT15, HCT116 and BE were cultured at 37℃ in a fully humidified 5% 
carbon dioxide atmosphere in Dulbecco’s modified Eagle’s medium (DMEM) 
containing 10% fetal calf serum (FCS) supplemented with penicillin (100 U/ml), 
streptomycin (100 μg/ml) and L-glutamine 0.25 mM. EAhy926 was cultured in 
RPMI-1640 with 10% FCS and 100 U/ml penicillin and 100 μg/ml streptomycin. 
The cells were subcultured using a stand trypsin/EDTA method once the cells 
were grown into a confluent monolayer in tissue culture flasks. Briefly the 
growth medium was removed from the cells and phosphate-buffered saline 
(PBS) to remove all traces of serum. Trypsin/EDTA solution dispensed into 
culture vessels to completely cover the monolayer and incubated the cells at 
37℃ for 3 minutes to ensure that cells are detached from the base of the flask 
(this step is only for colorectal cancer cell lines). After this 20 ml fresh medium 
was added to the flask for next passage to grow.  
 
Normal human mammary epithelial cells (HMEC), human primary endothelial 
cells and normal human nasal epithelial cells (HNEpC) were subcultured and 
maintained according to the instructed culture system for each cell. 
   
The human breast cancer parental cell line MCF7wt and NF-κB p50+p65 
transfected MCF-7 (MCF7p50+65; P, P2, C4) and empty vector transfected 
(MCF-7pcDNA3) cell lines generated in our lab by Dr. Weiguang Wang. These 
cell lines were cultured in RPMI 1640 medium  supplemented with, 10% 
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FCS ， 100 U/ml penicillin ，  100 μg/ml streptomycin and appropriate 
concentrations of the selection drugs (MCF-7pcDNA3: G418, 500 µg/ml; 
MCF-7p50+65: G418, 500 µg/ml + hygromycin, 150 µg/ml).  
 
2.3 Cytotoxicity assay 
To evaluate the effect of anti-cancer drugs on cell viability, MTT assay was 
carried out. Cells were cultured in 96-well plates (1 × 104/well) and left 
overnight to allow attachment to the bottom of the wells. Cells were exposed 
to different concentrations of anti-cancer drug prepared by a two times serial 
dilution using medium i.e. 40 µM, 20 µM, 10 µM, 5 µM, 2.5 µM, 1.25 µM, 
0.625 µM, 0.3125 µM. The non-drug treated cells were used as negative 
controls. The spent media was removed from the wells using a fine needle. 
The medium (200 μl) with different concentrations of drug was distributed in 
the each well such that there are 3 wells with same drug concentration and 
cell type in each plate. They were incubated at 37  for 72℃  hours. The media 
was removed and 200 μl of fresh media was added followed by 50 μl of MTT 
(5 mg/ml) was added and the plates are wrapped by the aluminum foil to 
prevent the deterioration of MTT by light. After incubation for 4 hours at 37 , ℃
the solution was removed and 175 μl of 99.9% DMSO and 25 μl Sorensen’s 
glycine buffer was added. The plates were read by a spectrophotometer at a 
wavelength of 540 nm. The readings are tabulated and IC50 of the cell lines 
was calculated form the graph. For the bystander effect test, the pcDNA3 and 
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pcDNA3-TP transfected RKO and H630 cells are mixed at the following ratios: 
0/100, 5/95, 10/90, 20/80, 40/60 and 100/0 and then subjected to MTT 
analysis described above.  
 
2.4 Western blotting 
2.4.1 Sample preparation  
The cancer cells were cultured in T75 flasks until 90% confluent and 
harvested by trypsinization. The cells were collected by centrifugation at 1500 
rpm for 5 minutes and washed with ice-cold 1× PBS. Pellets were then 
washed again with 1 × PBS to remove any traces of medium or trypsin 
followed by total protein extraction using radioimmunoprecipitation (RIPA) 
buffer. Resuspended pellets were subjected to ultrasonication (10 seconds × 
2) and then centrifuged at high speed (14,000 rpm, 10 minutes) to separate 
cell debris. Supernatant was collected and stored at – 20℃ until use. 
  
2.4.2 Assessment of total protein content  
The Bradford (Bio-Rad) Protein Assay (Bradford 1976) was employed to 
determine the total protein concentration of each sample. Standard solutions 
were created from a stock solution of 3.0 mg/ml BSA and RIPA buffer in order 
to create a standard curve. After mixing, 5 µl of each standard and sample 
was pipetted into a 96 well plate, the absorbance read at 650 nm on an Opsys 
MR photometer (Dynex Technologies, West Sussex, UK), and protein 
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concentration calculated by linear regression using Microsoft Excel 
programme. All samples were then normalized by dilution factor. 
 
2.4.3 SDS PAGE electrophoresis   
The protein samples were mixed with distilled water, loading buffer (4 ×) and 
1ul of DTT (1 M) and then incubated at 99℃ for 10 minutes. The samples 
were loaded onto SDS Poly-acrylamide gels along with the protein marker. 
Gels were run at 200 V for 1 hour using 1 x running buffer. 
 
2.4.4 Transfer of proteins onto membrane 
After separated by SDS PAGE, the protein was transferred to PVDF 
(polyvinylidene difluoride) membrane using 1 × transfer buffer containing 20% 
methanol and a semi-dry electrophoretic transfer chamber (Millipore) (20 V, 1 
hour 15 minutes).  
 
2.4.5 Blocking of the membrane  
The 1 × TBS-T supplemented with 5% fat-free milk was used to block the 
membrane for 1 hour along with agitation in order to prevent non-specific 
binding of primary and secondary antibody. Failure to block efficiently can lead 
to high background.  
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2.4.6 Antibody application  
The indicated primary antibodies were diluted in the proper ratio with 5% milk 
and incubated with membranes overnight at 4℃. On the following day, the 
membrane was washed twice in 1 × TBS-T for 10 minutes and incubated with 
second antibodies conjugated with horse radish peroxidase for one to three 
hours with agitation. Before detection of proteins, membranes were again 
washed with 1 × TBS-T two times for 10 minutes.  
  
2.4.7 Signal detection 
The signal was detected by ECL western blotting detection kit. The membrane 
was soaked in ECL solution for 1 minute, briefly dried and wrapped in cling 
film and then exposed to X-ray films.  
 
2.5 Electrophoretic mobility shift assay (EMSA) 
2.5.1 Nuclear protein extraction 
Nuclear extracts were prepared according to the method of Cogswell et 
al.,[267]. Briefly, cultured cells were collected and washed with 1× PBS and 
suspended in 500 µl of ice cold lysis buffer A. Following 15 minutes ice 
incubation 25 µl of 10% NP-40 (nonidet P40 detergent) was added and 
centrifuged. Pellet obtained was resuspended in 1000 µl of the lysis buffer 
and again subjected to microcentrifugation at 2500 rpm, for 5 minutes at 4℃, 
in the absence of detergent. Nuclear pellet obtained was then resuspended in 
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ice cold nuclear extraction buffer C and left on the rotor overnight at 4℃. 
Nuclear extract was microcentrifuged at high speed (14,000 rpm) for 10 
minutes, supernatant (nuclear protein) was stored at - 70℃ until used. Protein 
concentration was determined by Bradford Protein Assay. 
 
2.5.2 Probe labeling  
The oligonucleotide has to be labeled before performing the experiment. DNA 
is radiolabeled by 5´ end labeling using [γ-32P]ATP and T4 polynucleotide 
kinase. According to following protocol: 2 µl of oligonucleotide was placed in a 
DNase, RNase-free eppendorf tube with 1 μl of 10 x reaction buffer, 1 µl of T4 
polynucleotide kinase and ddH2O up to 10 µl, incubated for 1 hour at 37℃. 
The reaction was stopped by adding 1 µl of 50 mM EDTA, then 89 ul of TE 
(pH 7.5), 25 µl of 5M NH4OAC and 250 µl of ethanol were added. The 
reaction mixture was stored at - 20℃ for minimum 2 hours before spinning for 
30 minutes at 13,000 rpm at 4℃. After removing supernatant, the pellet was 
resuspended in 50 µl TE buffer. 
 
2.5.3 Electrophoresis 
The nuclear proteins (5 – 8 μg/reaction) were incubated with 5 × binding 
buffer (50 mM Tris (pH 7.6), 250 mM KCl, 25 mM dithiothreitol, 5 mM EDTA 
and 25% glycerol) and 500 ng/ml of poly dIdC (PdIdC) (for avoiding unspecific 
binding) at room temperature for 10 minutes. After incubation, roughly 20,000 
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cpm of 32P-labeled double stranded hot NF-κB oligonucleotide probe (4 µl) 
(5´-AGTTGAGGGGACTTTCCCAGGC-3´) was added to the prepared sample 
mixtures, mixed well. At the same time, 4 µl of wild-type/mutant (5´-
AGTTGATATTACTTTTATAGGC-3´) unlabelled NF-κB probe was added into 
one sample to note the binding specificity and then all samples were 
incubated for 30 minutes at room temperature before EMSA. All the samples 
were electrophorised on a 5% polyacrylamide gel in 1 × TAE, 200 V for about 
2 hours.  
2.5.4 Signal detection 
Gels were dried using a gel drier and exposed to phophoplates for 
autoradiography. Images were detected using a phosphoimager (Amersham). 
 
2.6 Luciferase reporter gene assay 
2.6.1 Cell culture 
Different cell lines were harvested by trypsinisation and 5 × 104/100 µl of 
medium/well were plated on to 96 well plates. They are allowed to grow over 
night at 37℃. 
 
2.6.2 Transfections using lipofectamine  
On the following day, they were transfected with pGL3-Basic and other 
luciferase vectors (0.2 µg of each vector/well) in triplicate and internal control 
pRL-SV40 (0.002 µg/well) using Lipofectamine2000. Briefly, two solutions 
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were prepared first as follows. 
Solution I: 0.2 µg of each Luciferase reporter plasmid DNA and 0.002 μg 
pRL-SV40 (Renilla) DNA was diluted in 25 μl of opti-MEM medium without 
serum. 
Solution II: 0.5 µl of Lpofectamine 2000 was diluted in 250 µl of opti-MEM for 
each DNA samples and incubated at room temperature for 5 minutes. The 
equal amount of solution I and solution II was mixed and allowed to stand for 
20 minutes at room temperature and then added, dropwise, to the cell culture. 
The cells were incubated at 37℃, 5% CO2. The wells were fed with fresh 
medium after 24 hours and then further incubated for 24 hours prior to 
luciferase assay test.  
 
2.6.3 Luciferase assay test & analysis 
After 48 hours, the growth medium was removed and the wells are washed 
with 1× PBS. 100 μl of 1 × PLB was added to each well and incubated at 
room temperature for ten minutes with agitation. Twenty microliters of each 
lysate sample was transferred in to a polypropylene tube to test. Thirty 
microliters of Luciferase assay reagent II was added and read in a 
luminometer. The reading corresponds to firefly luciferase activity. Stop & Glo 
reagent (30 μl) was added and the reading was taken which corresponds to 
renilla activity. The process was repeated for each sample in fresh tubes each 
time. The luciferase activity of each well was normalized by the pRL-SV40 
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Renilla value using the formula; Ln = L/R (Ln: normalised luciferase activity; L: 
luciferase activity reading and R: Renilla activity reading). Transcriptional 
activity of the control, pGL3-Basic, was used to further standardize Ln using 
the formula; RLU = Ln/pGL3-basic (RLU: relative luciferase unit).  
 
2.7 Stable transfection  
About 1 million cells/2 ml/well were cultured in 6 well-plates overnight to about 
90% confluence. The transfection was carried out as explained above except 
8 μg of each DNA and 10 μl of Lipofetamine 2000 were added to each well. 
The cells were then subcultured at 1:10 ratio in fresh media after 48 hours 
transfection. DMEM medium with 800 – 1000 μg/ml G418 or/and 150 μg/ml 
hygromycin was used as a selection agent. The cells are cultured and 
routinely checked for the growth of cell colonies for about 7 – 10 days. Once 
the colonies are formed they were selectively trypsinised and transferred to 
T25 cm2 flask containing selective medium to enlarge the population and used 
for further test. 
 
2.8 Confocal microscopy, image analysis and atatistics  
2.8.1 Cell culture 
For immumofluorencence experiment cells were harvested by trypsinisation 
and 3 x 104 cells were plated on sterile 8-well chamber slide. They are allowed 
to grow over night at 37℃. Dose-dependent drug treatment or time-dependent 
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treatment was conducted on the following day. 
2.8.2 Fluorescence labeling of cells 
Following treatment, medium was removed from the chamber. Cells were 
gently washed twice with PBS avoiding their detachment from the surface of 
the chamber slide and then fixed by adding 500 µl of methanol/acetone (v/v = 
50/50) for 5 minutes. Fixed cells were washed two times with PBS then 
blocked with 5% BSA for 30 minutes at room temperature to block non-
specific binding of immunoglobulin. Cell were then incubated with the 
indicated primary antibodies for one hour at room temperature, washed there 
times in Hellendhal staining jar using PBS and then labeled with the indicated 
secondary antibodies for one hour in the dark. The cells were then washed 
there times in PBS. Coverslips were mounted onto slides using anti-fade 
mounting medium. Images were captured using laser scanning microscope 
(Carl Zeiss Laser Scanning Systems LSM 510).   
 
2.9 TP activity assay 
The enzyme activity in cell lysates was assayed as previously described 
(Yoshimura et al, 1990), with modifications. Briefly, 10 µl of supernatants were 
added to 90 µl of a reaction mixture consisting of 10 mM thymidine, 10 mM 
KH2PO4 and then incubated at 37 ℃ for 2 hours. The reaction was stopped by 
the addiction of 400 µl of 0.2 N sodium hydroxide. The absorbance at 300 nm 
was determined and the amount of thymine in the reaction solution mixture 
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was calculated using a calibration curve. The TP activity was expressed as 
nMol thymine/1µg protein/1hour. 
 
2.10 RNA extraction  
Cells were lysised in TRIzol (invitrogen). This method is based on the single 
step isolation procedure first developed by Chomczynski et al in 1987. Lysis 
buffer which contains guanidine isothiocyanate denature proteins including 
RNases in order to maintain RNA integrity. RNA was isolated from DNA by 
using phenol-chloroform phase separation, precipitated with isopropanol, 
dissolved in RNase-free water, and then stored at–20℃ until used. RNA 
concentration was determined spectrophotometrically by measuring 
absorbance at 260 nm (1 absorbance = 40 ng/ml RNA). 
 
2.11 Reverse transcriptase polymerase chain reaction 
Promega Access RT-PCR system was used in this study. This system 
coupled RT-PCR in a single tube in which a reverse transcriptase produces 
first strand cDNA from RNA, then a thermostable DNA polymerase produces 
second strand DNA and amplifies the specific DNA of interest. For each 
sample two reactions were conducted. A ratio of 1:2 oligodT primers∶RNA 
template was used in a volume of 25 μl containing 5 µl of 5 x AMV/Tfl reaction 
buffer, 1 µl of TAMV-reverse transcriptase, 1 µl of Tfl DNA polymerase, 2 µl of 
25 mM MgSO4, 1 µl of dNTPs (10 mM of ATP, CTP, GTP and GTP) and  
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nuclease free water up to 25 µl. Reverse transcripton was performed at 45℃ 
for 45 minutes, following inactivation of AMV RT and denaturation of the 
RNA/cDNA hybrid by incubation at 94℃ for 2 minutes. The CEA-specific 
primers, forward: 5´-CGC CAA AAT CAC GCC AAA TAA TAA-3´ and reverse: 
5´-ACC CCA ACC AGC ACT CCA ATC AT-3´, were used to amplify a 171 bp 
PCR product. The human housekeeping gene GAPDH was used as the RNA 
loading control which was amplified by the same RT-PCR system using the 
following primers, forward: 5´-CAT GAC AAC TTT GGT ATC GTG-3´; reverse: 
5´-GTG TCG CTG TTG AAG TCA GA-3´. Amplification was performed using 
standard cycling parameters: 94℃ 30 seconds for denaturation, 58℃ 1 
minute for annealing and 68℃ 1 minute for extension; after the final PCR 
cycle the final extension was at 68℃ for 5 minutes and then kept at 4  until ℃
further analysis. The RT-PCR products were separated on a 1% agarose gel 
and the bands visualized and photographed under UV light. 
 
2.12 Purification of PCR products 
PCR products were purified by using StrataPrep® PCR Purification kit. Briefly 
Equal volume of DNA-binding solution was added to the aqueous portion of 
the PCR products. This PCRproduct-DNA-binding-solution mixture was 
transfer to a microspin cup and spin at 12,000 g for 30 seconds. The PCR 
products retaining in the fiber matrix of the microspin were washed with 1× 
washing buffer then eluted using 50 µl of elution buffer. 
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2.13 Molecular biology protocols 
2.13.1 Preparation of LB plates 
LB medium was prepared by dissolving 25 g LB broth powder into 1 L of 
deioned water and to this 20 g agar was added. This was autoclaved and 
allowed to cool to 50℃ prior to the addition of ampicillin (50 μg/ml). The 
medium was mixed to ensure equal distribution of antibiotic and 
approximately 15 ml poured per 10 cm2 Petri dish. The plates were left to set 
at room temperature before being stored at 4℃. 
2.13.2 Transformation of competent bacterial cells 
Component bacteria DH5α was pursed from invitrogen and kept at -70℃. An 
aliquot of 200 μl competent bacteria DH5αwas allowed to thaw on ice. 10 ng 
of DNA was added and incubated on ice for 15 minutes. The cells were 
subjected to a heat shock at 42  for ℃ 120 seconds and returned to ice for 2 
minutes. To the cells, 1 ml of SOC medium was added and incubated at 37  ℃
for one hour in a shaking incubator. One hundred microliters of the reaction 
was spread onto a LB plate containing the appropriate antibiotic and 
incubated overnight at 37 .℃  
 
2.13.3 Preparation of plasmid DNA 
2.13.3.1 Mini-preps 
Miniprep purification was carried out using Qiafilter miniprep kit as 
manufactures instructions. Briefly, cells were pelleted by centrifugation at 
16,000 g for 5 minutes and re-suspended by pipetting in 100 μl of re-
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suspension buffer (50 mM Tris-HCl, 10 mM EDTA, pH 8.0 containing 100 
μg/ml RNase A). Cells were treated with 100 μl of lysis buffer (200 mM NaOH, 
1% (w/v) SDS), mixed and incubated for 5 minutes. Lysis was terminated by 
the addition of 100 μl of neutralisation buffer (3 mM potassium acetate, pH 
5.5). The cell lysates were centrifuged for 10 minutes at 16,000 g and the 
supernatant loaded onto miniprep columns. The columns were centrifuged for 
1 minute at 16,000 g and washed twice with 750 μl wash buffer (1.0 mM NaCl, 
50 mM Tris-HCl, pH 7.0, 15% (v/v) isopropanol). After washing, bound DNA 
was eluted into a clean 1.5 ml eppendorf tubes with 100 μl DNase, RNase-
free H2O. 
 
2.13.3.2 Maxi-preps 
The Qiagen Qiafilter kit was used to produce larger scale DNA samples. 
Purification of DNA was carried out according to manufactures instructions. 
Briefly, a 400 ml culture of transformed bacteria was pelleted by centrifugation 
for 15 minutes at 6,000 g at 4℃. All traces of media were removed and the 
pellet resuspended in 10 ml of chilled buffer P1 (50 mM Tris-HCL pH 8.0, 10 
mM EDTA, 100 μg/μl Rnase A). Cell lysis was achieved by the addition of 10 
ml buffer P2 (200 mM NaOH, 1% (w/v) SDS) and incubated for 10 minutes at 
room temperature. 10 ml of buffer P3 (3.0 M potassium acetate pH 5.5) was 
added to neutralized the reaction and the solution was immediately applied to 
a QIAfilter cartridge and left for 10 minutes at room temperature to settle. 
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Meanwhile, a Qiagen tip 500 was equilibrated by the addition of buffer QBT 
(750 mM NaCl, 50 mM MOPS pH 7.0, 15% (v/v) isopropanol). After 10 
minutes, the lysed cells were added onto the equilibrated tip and allowed to 
filter through. The column was washed with 60 ml of buffer QC (1.0 M NaCl, 
50 mM MOPS pH 7.0, 15% (v/v) isopropanol). The DNA was eluted by the 
addition of 15 ml of buffer QF (1.25 M NaCl, 50 mM Tris-HCl pH 8.5, 15% (v/v) 
isopropanol) to the tip. The DNA was precipitated by the addition of 10.5 ml 
isopropanol and pelleted by centrifugation at 12,000 g for 30 minutes at 4℃. 
The DNA pellet was washed with 5 ml of room temperature 70% (v/v) ethanol 
and then centrifuged for 15 minutes at 12,000 g at 4℃. The supernatant was 
carefully removed and the pellet allowed to air dry prior to resuspension in 0.5 
- 1ml of DNase, RNase-free H2O. 
 
2.13.3.3 Quantification of DNA 
Quantification of DNA samples was performed by examining the absorbance 
of a 1:40 dilution of the sample at 260 nm. An A260 value of 1 unit was taken 
to correspond to 50 μg/ml of double stranded DNA. The sample concentration 
could be determined using the following formula 
 
Sample concentration = OD 260 x dilution factor (40) x 50 μg/ml 
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2.13.3.4 Digestion of DNA with restriction endonucleases 
According manufacturer, one unit of restriction endonuclease activity was 
capable of completely digesting 1 μg of DNA. Digests were prepared using 
the appropriate restriction enzyme (1 – 2 units), buffer as specified by the 
manufacturer, and 1 μg of DNA, in a final volume of 20 μl. Reactions were 
incubated at 37℃ for a minimum of 2 hours. 
 
2.13.3.5 Agarose gel electrophoresis of DNA 
Digested DNA samples or PCR reactions were examined using gel 
electrophoresis. Samples were diluted in 5 × DNA loading buffer. 1.0% (w/v) 
agarose gel was prepared by mixing agarose with 1 × TAE and 2.5 mg/ml 
ethidium bromide. The gels were set in a horizontal gel tank and once set 
immersed in 1 × TAE. Samples were loaded and the gels ran at 100 V for 1 
hour. The DNA fragments were visualized under ultraviolet light. The size of 
each fragment was assessed by comparison with DNA molecular markers. 
 
2.13.3.6 DNA Purification from agarose gels 
The required DNA fragments were excised from the gel with a sterile 
disposable scalpel blade inside the UV transilluminator hood. Excised gel 
fragments were transferred to a sterile tube. The fragments were purified 
using the QiaQuick gel extraction according to the manufacturer’s instructions. 
Excised DNA fragments were dissolved in buffer QG followed by addition of 
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isopropanol. The solution was loaded onto a purification column, after 
centrifugation, DNA was eluted from the purification column using 30 μl of 
sterile water. 
 
2.13.3.7 Alkaline phosphatase treatment of plasmid vectors 
The 5´ phosphate group of digested plasmid vector was removed to minimize 
re-ligation of the vector to itself. 200 ng of digested vector was incubated with 
2 units of shrimp alkaline phosphatase for 30 minutes at 37℃. The reaction 
was stopped by heating the sample at 37℃ for 15 minutes. The treated 
plasmid was isolated first by resolving on an agarose gel by electrophoresis 
and then extracted as previously described in section. 
 
2.13.3.8 Ligation of DNA 
Once plasmid DNA and/or PCR fragments had been digested and puried as 
described above, ligation of digested PCR or DNA fragments to the digested 
vector DNA was achieved using a Rapid DNA ligation kit. A molar ratio of 1:3 
and 1:6 vector∶PCR product/DNA fragment was used in a volume of 10 μl 
containing 1 unit of ligase and the supplied buffer. The reaction was incubated 
at room temperature for 4 minutes. The ligation reactions were transformed as 
detailed in section 2.11.2. 
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2.13.3.9 DNA sequencing 
DNA samples were posted to the Sequencing Service (School of Life 
Sciences, University of Dundee, Scotland) for sequencing analysis. 
 
2.14 Flow cytometric analysis of DNA content 
The different cell lines were cultured in 6 well plates and grown overnight in 
the incubator. Cells were grown in medium without drug and with one drug, 
two drugs or even three drugs for 24 hours. Cells were harvested by 
trypsinization and washed with PBS. After fixation in 70% ice-cold ethanol for 
10 minutes and incubation with RNase A (100 μg/ml) and propidium iodide (50 
μg/ml) for 30 minutes at room temperature, 10,000 cells from each sample 
were subjected to fluorescence activated cell sorter (FACS) Scan (Becton 
Dickinson) analysis. 
 
2.15 Generation of recombinant adenovirus 
Adenoviruses were generated using the AdEasyTM adenoviral vector system.  
The generation of recombinant involves a number of cloning steps. The gene 
of interest is firstly inserted into a shuttle vector, which is then recombined 
with the adenovirus genome. 
 
2.15.1 Cloning into pShuttle vector 
pκB8-CEA205-TP, pκB4-CEA205-TP, pCEA205-TP and pShuttle were cut 
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with NotI and XbalI. The sticky ends are ligated by T4 ligase system. 
Following transformation plasmids were checked by restriction digest and 
were sequenced if they contained the correct insert. pShuttle vectors with 
gene of interest were amplified and purified and store at – 20℃.  
 
2.15.2 Homologous recombination 
pShuttle vectors with interest gene were linearised using PmeI and Complete 
digestion was confirmed by agarose gel electrophoresis side-by-side with 
uncut vector. The linearized vectors were precipitated using ethanol, 
dephosphorylated and purified using StrataPre PCR Purification Kit. One 
microgram of linearised/dephosphorylated shuttle vectors and 100 ng of 
pAdEasy-1 were mixed with BJ5183-AD-I electroporation competent cells in 
electroporation cuvettes on ice. Cells were electroporated with a single pulse 
using Gene-Pulser(Bio-rad) set at 200 Ω, 2.5 kV, 25 µF. 1 ml of sterile LB 
broth was added to each transformation and incubated at 37℃ for 1 hour with 
shaking at 225 – 250 rpm. Cultures were plated on LB-kanamycin plates 
overnight at 37℃. Only the smallest colonies were selected from the plates 
(large colonies represent re-ligation of shuttle vector) and grow in small scale 
cultures. Plasmids were checked by digestion with PacI on a 1.0% agarose 
gel. Plasmids that had undergone homologous recombination were selected 
and larger culture grown. Plasmids were linearised with PacI and purified by 
ethanol precipitation and then quantify.  
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2.15.3 Preparation of primary adenovirus stock 
HEK293 cells were plated at a density of 7 x 105 cells per T25 cm2 overnight. 
5 µg of linearised adenoviral plasmids were transfected into HEK293 cells 
using 6 µl LipofectamineTM2000. Medium was replaced after 24 hours 
transfection and then every two days until plaques in the monolayer appeared; 
Plaques appear when adenoviruses have been generated and have infected 
surrounding cells. When a majority of the cells were detached a primary stock 
of adenovirus was prepared. 
Floating and attached cells were collected in the growth medium; cells were 
then pelleted by centrifugation (1500 rmp for 5 minutes). Each flask of cells 
was resuspended in 0.5 ml PBS and subjected to three rounds of rapid 
freezing and thawing by transferring between a dry-ice/methanol bath and a 
37  water bath (approximately 5 minutes incubation in each). Cell debris was ℃
removed by centrifugation at 12,000 g for 10 minutes. The supernatant 
containing the recombinant adenovirus was collected. 
 
2.15.4 Amplification of adenovirus stock 
Twenty microliters of the primary stock was diluted in 5 ml of medium and 
added into a T175 cm2 flask of 70% confluent HEK293 cells. After 2 hours 
incubation at 37 , 35 ml of additional medium was added into flask, again ℃
medium was changed every 2 - 3 days until plaques were formed. Once the 
majority of cells had detected, the cells were harvested and the supernatant 
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was reserved for the purification. Adenovirus isolated by freeze-thawing. This 
secondary stock was then used to infect 10 - 20 flasks of HEK293 cells in the 
same manner to provide a tertiary stock.  
 
2.15.5 Purification of adenovirus stock 
Adenovirus stock was purified using AdEasyTM Virus Purification kits. The 
Stock was diluted with the reserved supernatant (30 ml) from amplification 
step.  30 µl of Benzonase® nuclease was added into the mixture, mixed 
immediately and incubated at 37  for 30 minutes. After incubation, ℃
benzonase nuclease-treated supernatant was clarified by a 0.45 µm filter 
attached to a syringe then the filtered supernatant passed through a 
Sartobinf® Filter Unit, Virus simultaneity bind to filter unit. The virus was 
washed with 30 ml of washing buffer then eluted from filter unit using elution 
buffer.   
 
2.15.6 Adenovirus infection of colon cancer cells    
The titration of adenovirus was performed by Dr Weiguang Wang. Colon 
cancer cells were plated on 6-well plate at a density of 1 x 106 cells per well 
overnight. The required amount of adenovirus was added to each well, and 
mixed immediately. Cells were infected for the indicated times. 
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2.16 20s proteasome activity assay 
The 20s proteasome activity was assayed using assay kit from Calbiochem. 
Briefly, 100 µL of assay buffer (50 mM Tris-HCl), 5 µl of different drugs, 5 µl of 
DMSO working as negative control, 5 µl of MG132 (positive control), 4 µl of 
1mM suc-LLVY-AMC substrate were added into 96-well plate in order, then 4  
µl of 20s proteasome was added to each well, incubated at 37  for 2 hours. ℃
After incubation, production of hydrolyzed AMC groups was measured with 
FluoroSkan plate reader with an excitation filter of 355 nm and an emission 
filter of 460 nm. 
 
2.17 Statistics analysis 
Significance was determined using a Student-t test and ANOVA. Errors in all 
charts represent the standard deviation within the data.  
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Chapter 3 
 Evaluation of Cancer Specific NF-κB-CEA and NF-κB-
hTERTcore Enhancer-promoter Systems for Gene-
directed Enzyme Prodrug Therapy 
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3.1 Introduction 
The clinical application of traditional chemotherapy is limited by the lack of 
selectivity of anti-cancer drugs to malignant cells leading to dose-limiting 
toxicity. Gene directed enzyme prodrug therapy (GDEPT) improves the 
selectivity of traditional chemotherapy by converting a non toxic prodrug into 
an active anti-cancer drug inside the tumour cells. The carcinoembryonic 
antigen (CEA), expressed at low levels in normal tissues, is overexpressed in 
the epithelial cancer cells[268]. The CEA promoter has been used to drive 
enzyme encoding gene to express in GDEPT. Although the use of CEA to 
target gene therapy has resulted in specificity[269,270], the therapeutic efficacy 
of tumour-specific gene therapy using the CEA promoter may be limited 
because of the low transcriptional activity of this promoter, especially in the 
case of distant metastases[264]. The CEA promoter is 10 - 300 times weaker 
compared to stronger but non specific Rous sarcoma virus or cytomegalovirus 
promoters[265]. Although CEA enhancer was used to increase the CEA 
promoter activity, this is still highly dependent on the intrinsic level of CEA 
expression[265,269]. Therefore some researchers also tried to use cre/loxP 
system to improve CEA promoter activity and it is efficient in some 
experimental tumours[264]. However, it has reported that Cre/Lox-dependent 
transcriptional activity is not enhanced relative to the expression using cancer 
specific promoters[266]. This balance between selectivity and effectiveness is 
the major obstacle for using CEA promoter-based prodrug gene therapy in 
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vivo and in clinical trials. 
 
Compared with normal cells, most cancer cells possess high NF-κB activity 
which can be further induced by exposure to anti-cancer drugs, radiation or 
cytokines[7,166]. In response to stimuli,  NF-κB can influence downstream gene 
expression by binding to DNA target site (kB site). κB site is a strong cis-
acting enhancer sequence possessing very weak transcriptional activity on its 
own. In the cells with high NF-κB activity, κB enhancer specifically magnify 
relevant promoter activity in a cis-acting manner [271,272]. In a reporter vector 
the enhancing activity of NF-κB can be further improved by multi-tandem 
copies of κB element located upstream of a weak promoter sequence. Base 
on all of this information, NF-κB binding sites could be an idea candidate as a 
cancer specific enhance to help improve CEA promoter activity  
 
Thymidine phosphorylase (TP) plays a critical role during the conversion of 
Capecitabine (CAP) to 5-FU which is one of the most effective anti-cancer 
drugs for solid cancer chemotherapy[273]. Tumour specific high level TP 
expression would potentially enable the enrichment of 5-FU in tumour cells 
while reducing exposure of normal tissues. However, TP is only detected in 
24% to 66%[221] of tumours with 5-FU resistant tumours  expressing even 
lower levels[222]. Consequently, insufficient conversion of CAP into 5-FU 
currently is a major limitation of CAP-based chemotherapy. Strong promoters 
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such as CMV have been used to increase TP and cytidine deaminase (CD) 
expression in cancer cells[274] and demonstrated enhanced cytotoxicity of 5’-
deoxy-5-fluorocytidine (5-FC) and 5’-DFUR in vitro and in vivo[275-278]. Yet, the 
lack of specificity of these promoters limits the clinical development of GDEPT 
strategies.  
 
In this study, NF-κB binding sites enhancer and CEA promoter systerm was 
developed to drive TP encoding gene expression to enrich high level of TP 
enzyme specifically inside the tumour cells. Four and 8 tandem copies of κB 
element (κB4) were constructed upstream of CEA205 promoter respectively, 
which only contain basal region of human CEA promoter. CAP is converted 
into 5-FU in vivo by a three-enzyme-catalysed process, first two steps happen 
in the liver, the final step involving conversion of 5’-deoxy-5-fluorouradine (5’-
DFUR) to 5-FU by TP. So 5’-DFUR instead of CAP was used to conduct 
cytotoxic assy. CEA is heterogenously overexpressed in more than 90% of 
primary CRC[258], hence colon cancer cell lines were used to evaluate the 
enhancer-promoter system. 
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3.2 Results 
3.2.1 Background CEA and TP gene expression and the transcriptional 
activity of NF-κB in CRC and normal cells.  
In order to evaluate the efficacy of NF-κB-CEA enhancer-promoter system in 
5´-DFUR prodrug based GDEPT, it is essential to determine the background 
status of TP (protein), CEA (mRNA and protein) and NF-κB (transcriptional 
activity) in cancer and normal cells. In a panel of 8 CRC cell lines, only two 
(LoVo and HCT116) expressed the 55 kDa TP protein at moderate levels 
(25%). No TP protein expression was detected in the remaining 6 CRC and 
normal endothelial and epithelial cells (Fig. 3.1). The 180 kDa CEA protein 
was detected in 4 CRC cell lines (50%). Although the CEA mRNA was 
detected in most of the CRC cell lines (7/8, Fig. 3.3 A), it was only expressed 
at relatively high levels in 3 cell lines (LoVo, Caco2 and HT29) and at very low 
levels in the other 4 cell lines (DLD-1, HCT116, H630 and RKO). In contrast 
with cancer cell lines, no CEA protein and mRNA were identified in normal 
cells (Fig. 3.3B). The transcriptional activity of NF-κB in CRC and normal cells 
was also examined. High NF-κB activity was detected in all 8 CRC cell lines 
by luciferase assay. In contrast, the normal human cells only demonstrated 
negligible background levels of NF-κB activity (Fig. 3.2). 
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Figure 3.1: The expression of CEA and TP protein in CRC and normal cell lines. 
The CEA and TP protein expression levels were determined by western blotting analysis. 
100 μg of whole protein was loaded to each well. The dilution of antibody: anti-TP 1:250; 
CEA 1:2000. Vinculin was used as loading control. 
 
 
 
   
Figure 3.2: The transcriptional activity of NF-κB in CRC and normal cell lines. 
The transcriptional activity of NF-κB was determined by luciferase reporter gene assay. 
Cells were co-transfected with pNF-Tal-Luc and pSV40-Renilla DNA. The luciferase activity 
of each transfection was normalized by the Renilla reading. Luciferase activity was used as 
a measure of the transcriptional activity of NF-κB.  
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3.2.2 The transcriptional activity and specificity derived from different 
combinations of CEA basal promoters and NF-κB enhancer.  
In order to improve the transcriptional activity of CEA promoter and 
maintaining its cancer-targeting specificity, a novel NF-κB-CEA chimeric 
enhancer- promoter system was designed by Dr Weiguang Wang. In this 
system, the basal CEA promoter sequences were placed downstream of the 4 
directly linked NF-κB DNA binding sites in tandem (κB4). There are 4 cis-
acting DNA binding sites located within –303 to -143 base pairs of the CEA 
promoter region. The transcription factors Sp1, Sp1-like and USF bind to the 
Figure 3.3: The transcription of CEA mRNA in CRC and normal cell lines 
The transcription of CEA mRNA was detected by RT-PCR. GAPDH were used as loading 
control for western blot and RT-PCR. A: CRC cell lines; B: normal cell lines. 
B 
A 
 105 
first 3 DNA binding sites and the transcription factors for the 4th element are 
still not clear[252]. All vectors in this section were constructed by Dr Weiguang 
Wang before the project started. 
 
In order to develop an optimal enhancer-promoter system, the transcriptional 
activity and specificity of the luciferase reporter vectors driven by the basal 
CEA promoter regions covering the first 3 (CEA205) or 4 (CEA421) DNA 
binding elements in combination with or without κB4 enhancer were compared. 
The transcriptional activities of the κB4 enhancer, CEA basal promoters 
(CEA205 and CEA421) and chimeric enhancer-promoter elements (κB4-
CEA205 and κB4-CEA421) were examined in CRC and normal human 
endothelial and epithelial cells. As showed in Fig. 3.4, both CEA205 and 
CEA421 basal promoters demonstrated selective transcriptional activity in all 
CRC cell lines but not in normal endothelial and epithelial cells. In 
combination with κB4, the transcriptional activity of both CEA205 and CEA421 
in cancer cell lines was enhanced. The κB4 enhancer demonstrated a greater 
enhancing effect on the CEA205 promoter than on the CEA421 promoter (Fig. 
3.4). The κB4 enhancer alone showed very low transcriptional activity in all 
tested cancer cell lines (Table 3.1). Only background transcriptional activity of 
CEA promoters, κB4 enhancer and the chimeric κB4-CEA enhancer-promoter 
cassette was detected in normal cells (Fig. 3.4 and Table 3.1).  
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3.2.3 Comparison of the transcriptional activity and specificity between 
κB4-CEA205 with SV40 virus promoter 
The transcriptional activity of both κB4-CEA205 and κB4-CEA421 in cancer 
cell lines was enhanced. The κB4 enhancer demonstrated a significantly 
greater enhancing effect on the CEA205 promoter than on the CEA421 
promoter. So in this part, κB4-CEA205 was picked up to compare the 
transcriptional activity of κB4-CEA205 with a strong SV40 virus promoter. To 
avoid the transcriptional interference between the SV40 promoter in pRL3-
SV40 and pGL3-SV40, the CRC cell lines were singly transfected with pκB4-
CEA205 and pGL3-SV40. Equal amount of protein (10 µg) from each 
transfection was subjected to luciferase assay. The transcriptional activity of 
Figure 3.4: The transcriptional activity and specificity of CEA205 and CEA421 basal 
promoters in combination with or without κB4 in CRC and normal human cell 
cultures. The cells were co-transfected with luciferase expression vectors (pCEA205-
Luc, pκB4-CEA205-Luc, pCEA421-Luc, pκB4-CEA421-Luc and pGL3-Basic) and Renilla 
expression vector (pRL3-SV40). The luciferase activity of each transfection was 
normalized by the Renilla reading. The luciferase activity is represented by the ratio of the 
specific promoter over the activity of pGL3-Basic. The column represents the mean of 
three measurements and the bar represents the SD. 
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κB4-CEA205 enhancer-promoter system was highly comparable to that of the 
strong SV40 virus promoter in all CRC cell lines (Fig. 3.5A). The SV40 
promoter also demonstrated high transcriptional activity in a panel of 7 normal 
human cell lines and primary cell cultures. In contrast, the transcriptional 
activity of pκB4-CEA205 in normal cells was negligible (Fig. 3.5B). 
 
 
 
 
Figure 3.5: The transcriptional activity and specificity of κB4-CEA205 with SV40 
virus promoterThe cells were singly transfected with pGL3-SV40 or pκB4-CEA205-Luc 
and the absolute luciferase activity in equal amount of protein from different 
transfections was compared. The luciferase activity of each transfection didn’t 
normalized by the Renilla reading. The readings were higher than co-transfection’s. 
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3.2.4 5´-DFUR cytotoxicity in CRC cell lines transiently transfected with a 
TP expression vector.  
Due to the strong and cancer specific transcriptional activity, the CEA205 
promoter and κB4-CEA205 enhancer-promoter cassette were subjected to 
further study. In the TP expression vectors, the TP cDNA was placed under 
the control of the CMV, CEA205, κB4-CEA205 or κB4 promoter respectively. 
Two CRC cell lines with low CEA expression (H630 and RKO) were 
transiently transfected with pκB4-TP, pCEA205-TP, pκB4-CEA205-TP, 
pcDNA3-TP or pcDNA3 empty vector. After 48 hours transfection, the cells 
were harvested and subjected to different analysis. High levels of TP protein 
were detected in both pcDNA3-TP and pκB4-CEA205-TP transfected cells. 
Only very low levels of TP protein were detected in the pCEA205-TP 
transfected cells and no TP protein was detected by western blotting analysis 
in the pcDNA3 and pκB4-TP transfected cell lines (Fig. 3.6). In line with 
protein expression levels, the pcDNA3-TP and pκB4-CEA205-TP transfected 
cells also possessed high TP enzyme activity (Fig. 3.7). The TP activity and 
protein expression patterns were highly consistent one another in the 
transfected cells. The transiently transfected cells were then subjected to MTT 
analysis. In comparison with the control (pcDNA3 transfected), the pκB4-
CEA205-TP transfected RKO and H630 cells were 7.6 and 10 times more 
sensitive to the 5´-DFUR-induced cytotoxicity. The cytotoxicity of 5´-DFUR to 
the pκB4-CEA205-TP and pcDNA3-TP transfected cell lines was comparable. 
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In comparison with pcDNA3-TP and pκB4-CEA205-TP transfected cells, the 
pκB4-TP and pCEA205-TP transfection only slightly increased the cytotoxicity 
of 5´-DFUR to the CRC cell lines (Fig. 3.8 and Table 3.2). 
 
Figure 3.6: The TP expression status in transiently transfected CRC cell lines 
TP protein expression levels were determined by western blot. The cells were singly 
transfected with indicated TP vectors. 100 μg of whole protein was loaded a 10% SDS-
PAGE gel. Vinculin: protein loading control. 
 
 
Figure 3.7: The TP enzyme activity in different transfected cells 
The TP enzyme activity was determined by enzyme activity assay. Cells were transfected 
with indicated vectors.10 μg of each whole protein was used. Each sample was tested in 
triplicate. The experiment was repeated three times. 
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Figure 3.8: The cytotoxicity of 5´-DFUR in transiently transfected CRC cell lines 
The cytotoxicity was tested by MTT assay. Cells were transfected with indicated vectors 
for 48 hours before subjected to the MTT assay. The curves were derived from 3 
replicates and bars represent SD. Figure A for RKO and Figure B for H630. 
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3.2.5 Construction of pFastBacDualΔpromoter/κB4-CEA205-TP 
Based on the positive results, pFastBacDualΔpromoter/κB4-CEA205-TP was 
constructed as a vector for stable transfection. The parental vectors are 
pFastBac Dual Vector (Fig. 3.9) and pPCR-Script kB4-CEA205-TP (Fig. 3.9). 
PCR-Script kB4-CEA205-TP was constructed by Dr Wang before the start of 
this project. The Vector pFastBac Dual was supplied by Initrogen. The 
pFastBac™ Dual vector has two strong promoters, the polyhedrin promoter 
and the p10 promoter. polyhedrin promoter and  p10 promoter were cut off 
with XhoI and XbaI . The fragment of κB4-CEA205-TP from pPCR-Script kB4-
CEA205-TP was cloned into these two cutting sites. The recombination vector 
was checked by restriction digestion with BglⅡ and the construct was also 
confirmed by DNA sequencing analysis. 
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3.2.6 The bystander effect of pFastBacDualΔpromoter/κB4-CEA205-TP 
transfected CRC cells on the neighbouring cells.  
In order to produce perform the bystander effect analysis, the H630 and RKO 
cell lines were stably transfected with pcDNA3-TP or 
pFastBacDualΔpromoter/ κB4-CEA205-TP. Two positively transfected clones 
were selected from each cell line for further study. The TP protein expression 
Figure 3.9: Generation of pFastBacDualΔpromoter/κB4-CEA205-TP 
Schematic diagram of pFastBacDualΔpromoter/κB4-CEA205-TP, pFastBac Dual Vector, 
pPCR-Script kB4-CEA205-TP. Agarose gel image is the ligation of κB4-CEA205-TP 
gene from the pPCR-Script kB4-CEA205-TP to pFastBacDualΔpromoter/κB4-CEA205-
TP. DNA marker: 1kb DNA ladder. 
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and TP enzyme activity in the pFastBacDualΔpromoter/κB4-CEA205-TP 
transfected cell lines were high and comparable to that in the pcDNA3-TP 
transfected cells (Fig. 3.10). Furthermore, the cytotoxicity of 5´-DFUR to the 
pcDNA3-TP and pFastBacDualΔpromoter/κB4-CEA205-TP stably transfected 
cell lines was determined by MTT analysis. The pFastBacDualΔpromoter/κB4-
CEA205-TP stable transfection significantly enhanced the cytotoxicity of 5´-
DFUR to both RKO (10-fold) and H630 (12-fold) cell lines. The IC50s of 5´-
DFUR to the pFastBacDualΔpromoter /κB4-CEA205-TP transfected cells 
were similar to those of pcDNA3-TP transfected cells (Table 3.3). It has been 
reported that the small portion of CMV promoter-driven TP transfected cells 
can effectively convert 5´-DFUR into 5-FU which can be released and perform 
cytotoxic effect onto the neighbouring cells (bystander effect)[275]. Figure 3.11 
show that when pcDNA3-TP or pFastBacDualΔpromoter/ κB4-CEA205-TP 
transfected RKO or H630 cells composed only 5% of the whole cell population, 
the sensitivity of H630 and RKO cell lines to 5´-DFUR was significantly 
enhanced. If the percentage of the transfected cells was further increased, the 
IC50s of 5´-DFUR in these cells were further reduced but the curves 
significantly levelled off. The bystander effect of pFastBacDualΔpromoter/ 
κB4-CEA205-TP and pcDNA3-TP transfected cells was comparable.  
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Figure 3.10: The TP protein expression and enzyme activity in the TP cDNA stably 
transfected cancer cell lines 
A is western blotting result for TP protein expression; pFBD/KCT-1 and pFBD/KCT-2: 
pFastBacDual/κB4-CEA205-TP clone 1 and clone 2. C1: clone1, C2: clone2. Vinculin: 
protein loading control. And B is TP enzyme activity. The column represents the mean 
of three measurements and the bar represents the SD. 
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Figure 3.11: The bystander killing effect of CMV- or κB4-CEA205-driven TP cDNA 
transfection cells 
Cell viability was measured as described in Materials and Methods. All data of cell 
viability were expressed as a percentage relative to the untreated controls in the absence 
of 5’-DFUR. The curves were derived from 3 replicates and the bars represent SD. A is 
H630 cell line and B is RKO cells. 
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3.2.7 Construction of κB8 enhancer and CEA205 promoter vectors 
The κB4-CEA205 system demonstrated very promising results. It has been 
reported that in a reporter vector the enhancing activity of NF-κB can be 
further improved by multi-tandem copies of κB element located upstream of a 
weak promoter sequence. Eight cis-acting DNA binding sites may enhance 
the CEA promoter region. Based on these information κB8 containing vectors 
were constructed in order to compare κB8-CEA205 with κB4-CEA205 system. 
pκB8-CEA205-Luc was constructed from the parental vectors pκB4-CEA 205-
Luc (Fig. 3.12 A) and κB8 binding site PCR product (Fig. 3.12B). The κB4 
binding site was cut out with KpnI and BglⅡ. The fragment of κB8 binding site 
was cloned into the parental vector with these two cutting sites. pκB8-Luc was 
constructed from pκB8-CEA205-Luc by cutting off CEA205 promoter part 
using BglⅡand NcoI. pκB8-CEA205-TP was derived from pκB8-CEA 205-Luc, 
the Luc fragment was replaced by TP cDNA by using HindⅢ and Xbal. pκB8-
TP was came from pκB8-CEA205-TP by cutting off CEA205 promoter region 
using BglⅡand HindⅢ, then protruding ends were sealed by klenow. The 
recombination vectors were checked by restriction digestion (Fig. 3.13) and 
DNA sequencing analysis.   
 117 
 
 
Figure 3.12: Generation of pkB8 –CEA205-Luc vector 
A. Map of pκB4-CEA205-TP with restriction enzyme cutting sites for validation; Figure B is 
agarose gel image of kB8 binding site: Lane I shows PCR product of kB8 binding site; Lane 
II is kB8 bing site template. Figure C demonstrates the κB4 and κB8 fragments digested 
from κB4-CEA205-Luc (1) and κB8-CEA205-Luc (2) respectively using kpnI and BglⅡ, DNA 
marker: 100 bp DNA ladder for B and 1kb DNA ladder for C. 
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3.2.8 The transcriptional activity of κB8-CEA205 and κB4-CEA205 
construction. 
First the transcriptional activity and specificity of the κB8-CEA205 and κB4-
CEA205 enhancer-promoter systems were compared. As showed in Fig. 3.14 
A, κB8-CEA205 further increase the transcriptional activity in all CRC cell 
lines compared to κB4-CEA205. The κB8 enhancer alone showed very low 
transcriptional activity in all tested cancer cell lines (Table 3.4). Furthermore, 
the transcriptional activity of κB8-CEA205 was compared with two strong 
Figure 3.13: Validation of pkB8-CEA205-TP, pkB8-Luc and pkB8-TP 
The vectors were validated by restriction enzyme digestion. A1: pκB8-Luc cut with kpnI 
and Xbal. A2: pκB8-CEA205-TP cut with HindIII and BamHI. There are two more small 
piceses (61bp, 70bp) which cannot be identified no the gel. B: pκB8-TP cut with kpnI and 
Xbal. DNA marker: 1kb DNA ladder. 
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promoters, SV40 and CMV as well. To avoid the transcriptional interference 
between the SV40 promoter in pRL3-SV40 and pGL3-SV40, the CRC cell 
lines were singly transfected with pκB8-CEA205-Luc, pGL3-SV40 and pCMV-
Luc. Equal amount of protein (10 µg) from each transfection was subjected to 
luciferase assay. The transcriptional activity of κB8-CEA205 enhancer-
promoter system was higher than SV40 virus promoter but still lower than 
CMV promoter in all CRC cell lines (Fig. 3.14B). 
    
 
Figure 3.14: Comparison of the transcriptional activity of κB8-CEA205 enhancer - 
promoter system with other promoter systems 
The cells were singly transfected with luciferase expression vectors (pκB8-CEA205-Luc, 
pκB4-CEA4205-Luc, pκB4 pκB8 pGL3-SV40, pCMV-Luc and pGL3-Basic). The 
luciferase activity is represented by the ratio of the specific promoter over the activity of 
pGL3-Basic. The column represents the mean of three measurements and the bar 
represents the SD. 
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3.2.9 5’-DFUR cytotoxicity in CRC cell lines transiently transfected with 
κB8-CEA205-TP vector.  
Compare to κB4-CEA205 enhancer-promoter cassette, κB8-CEA205 show 
stronger   transcriptional activity in all tested colon cancer cells. Furthermore 
the 5’-DFUR cytotoxicity of in CRC cell lines transiently transfected with κB8-
CEA205-TP vector was tested. In the TP expression vectors, the TP cDNA 
was placed under the control of the CMV, κB4-CEA205 or κB8-CEA205 
promoter respectively. Four CRC cell lines (LoVo, RKO, CaCo2 and H630) 
were transiently transfected with pκB8-CEA205-TP, pκB4-CEA205-TP, 
pcDNA3-TP vector. After 48 hours transfection, the cells were harvested. The 
whole protein was extracted and subjected to western blotting analysis of TP 
protein expression. High levels of TP protein were detected in pcDNA3-TP 
pκB8-CEA205-TP and pκB4-CEA205-TP transfected cells; there is no 
detectable difference of TP expression between pκB8-CEA205-TP and pκB4-
CEA205-TP (Fig. 3.15A). RKO and LoVo were randomly chosen to subject to 
MTT Assay. The MTT Assay results show that the pκB8CEA205-TP 
transfected cells only slightly increased the sensitivity of 5´-DFUR to the RKO 
and LoVo cell lines comparison with the pκB4-CEA205-TP transfected ones, 
(Fig. 3.15B Table 3.5).   
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Figure 3.15: The TP expression and cytotoxicity of 5´-DFUR in transiently 
transfected CRC cell lines. 
A. TP protein expression levels determined by western blotting. Vinculin: protein loading 
control. B. The inhibitory effect of 5´-DFUR on the transiently transfected cells. The 
curves were derived from 3 replicates and bars represent SD. 
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3.2.10 Generation of κB binding site enhancer telomerase promoter 
containing vectors 
The most attractive cancer promoter in nowadays is telomerase promoter. It 
has found that more than 85% of human cancers possess active telomerase, 
regardless of their tissue origins. Whereas normal somatic tissues have either 
much lower or undetectable activity[249]. The enzyme is composed of an 
essential RNA template, telomerase-associated protein, and human 
telomerase reverse transcriptase (hTERT)[279-281]. The hTERT gene was 
cloned by several groups and found to have a key role in telomerase 
activity[282]. The hTERT expression is highly correlated with 
telomerase  activity[281]. A number of studies have used telomerase promoters 
to drive transgene expression for therapeutic benefit. Pan and Koeneman first 
described the use of the hTERT promoter in a retroviral system and combined 
it with a Cre/loxP site-specific recombination system to allow the killing of p53-
negative tumour cells while sparing normal wild-type cells[250]. Since then, 
many papers have reported the use of both promoters in several different 
tumour types in combination with several different transgenes. However, 
telomerase expression and activity can vary greatly even among cancers, so 
the application of this promoter is limited by the weaker activity as well. The 
above study showed that κB binding site can significantly enhance the activity 
of CEA promoter. Therefore the next step of this project was designed to 
investigate the enhancing effect of κB binding site on the transcriptional 
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activity of tolemarase promoter hTERT. hTERTcore promoter region was 
used in this study as deletion analysis of the hTERT promoter revealed that a 
core promoter region, including approximately 200 bp upstream of the 
transcription start site, was most important for transcriptional activity in cancer 
cell lines but was not activated in normal cells[283]. The κB4-hTERTcore-Luc 
and hTR-Luc were constructed by Dr Weiguang Wang before the project 
started. pκB8-hTERTcore-Luc was derived from parental vector: pκB8-
CEA205-Luc and κB4-hTERTcore-Luc. The κB8 fragment from pκB8-
CEA205-Luc was subcloned into hTERTcore-Luc backbone at BglII and 
Hind  sites (Fig. 3.16). phTERTcoreⅢ -luc came from κB8-hTERTcore-Luc by 
cutting off κB8 binding site using BglⅡ and kpnI. pκB8-hTERTcore-TP was 
constructed by Dr Weiguang Wang. phTERTcore-TP was derived from 
phTERTcore-Luc and pκB4-CEA305-TP. TP part was cloned into hTERTcore 
backbone at HindⅢ and XbaI sites. The recombination vectors were validated 
by restriction digestion (Fig. 3.17) and DNA sequencing analysis. 
 
 
 
 
 
 
 
 
 
 
Figure 3.16: Generation of pκB-hTERTcore-Luc vector 
A. The schematic figure of pκB8-hTERTcore -TP which shows restriction enzyme cutting 
sites for confirmation; B is agarose gel image of pκB8-hTERTcore –TP digested by kpnI 
and XbaI for the confirmation. Lane 1 is pκB4-hTERTcore –TP and Lane 2 is pκB8-
hTERTcore-TP. DNA marker: 1kb DNA ladder. 
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Figure 3.17: Restriction enzyme digestion of phTERTcore-TP and phTERTcore-Luc 
A. Restriction enzyme digestion of hTERTcore-TP with HindIII and BamHI. Lane 1: 
phTERTcore-luc, the band of 5015bp is one enzyme cut fragment; Lane 2: phTERTcore-
TP; B. Restriction enzyme digestion of hTERTcore-Luc with NotI and NcoI. Lane 1: 
hTERTcore-Luc and Lane 2: pKB8-hTERTcore-Luc. DNA marker: 1kb DNA ladder. 
 
 
3.2.11 The transcriptional activity of κB8-hTERTcore and κB4-hTERTcore 
construction 
Following the construction of κB enhancer and hTERTcore promoter systems, 
the transcriptional activities of the κB enhancer, hTERTcore promoters and 
chimeric enhancer-promoter elements (κB8-hTERTcore and κB4-hTERTcore) 
were examined in CRC, breast cancer cell lines and normal cells. As showed 
in Fig. 3.18, both κB8 and κB4 enhanced the transcriptional activity of 
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hTERTcore promoter in all cell lines but not in normal cells. The κB8 enhancer 
demonstrated a significantly greater enhancing effect on the hTERTcore 
promoter than the κB4. The transcriptional activity of κB8-hTERTcore was 
even higher than hTR (Fig. 3.18A, B, and C). The κB4 enhancer alone 
showed very low transcriptional activity in all tested cancer cell lines. The 
transcriptional activity of κB8 alone is slightly higher than the κB4 alone in all 
cell lines (Table 3.6, 3.7). Only very low background transcriptional activity 
was detected from hTERTcore promoters, κB8, κB4 enhancer and the 
chimeric κB-hTERTcore enhancer-promoter cassette transfected normal cells 
(Fig. 3.18C).  
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Figure 3.18: The transcriptional activity of κB-hTERTcore enhancer-promoter 
system. 
The cells were co-transfected with luciferase expression vectors (pκB8-hTERTcore-Luc, 
pκB4-hTERTcore-Luc, pκB4 pκB8 and pGL3-Basic) and Renilla expression vector 
(pRL3-SV40). The luciferase activity of each transfection was normalized by the Renilla 
readings. The luciferase activity is represented by the ratio of the specific promoter over 
the activity of pGL3-Basic. The column represents the mean of three measurements and 
the bar represents the SD. 
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3.2.12 The TP protein expression in CRC cell lines transiently 
transfected with TP expression vectors 
Due to the strong and cancer specific transcriptional activity of κB-hTERTcore 
enhancer-promoter cassette detected by luciferase reporter gene assay, the 
TP expression vectors were constructed. In the TP expression vectors, the TP 
cDNA was placed under the control of the CMV, κB8-hTERTcore and κB4-
hTERTcore respectively. Two CRC cell lines (H630 and RKO) were transiently 
transfected with pcDNA3-TP, pκB4-hTERTcore-TP, pκB8-hTERTcore-TP or 
pcDNA3 empty vector. After 48 hours transfection, the cells were harvested 
and the expression levels of TP protein were determined by western blotting 
analysis. High levels of TP protein were detected in both pcDNA3-TP and 
pκB8-hTERTcore-TP transfected cells. Only low levels of TP protein were 
detected in the pκB4-hTERTcore transfected cells and no TP protein was 
detected in the pcDNA3 mock transfected cell lines (Fig. 3.19). 
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Figure 3.19: The TP expression status in transiently transfected CRC cell lines 
TP protein expression levels were determined by western blotting assay. The cells were 
singly transfected with indicated TP expression vectors. Whole protein (100 μg/lane) was 
loaded onto a 10% SDS-PAGE gel. Vinculin: protein loading control. 
 
 
3. 2.13 Generation of Adenovirus 
Attempts to transfect some colon cancer cell lines with plasmid-based vector 
using lipofetamine failed to identify an efficient and reproducible method for 
plasmid transfection. To overcome these difficulties an adenoviral approach to 
infect colon cancer cell lines was chosen. Expression foreign protein in colon 
cancer cell lines using adenoviral approach has been previously reported[284].  
 
The TP gene placed under CEA205, hTERTcore, hTR, SV40, CMV promoter, 
κB-CEA205 and κB-hTERTcore enhancer promoter systems were used to 
generate recombinant adenoviruses (see the relevant sections in Materials 
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and Methods for detail). Briefly, these genes were firstly cloned into the MCS 
of pShuttle vector. Figure 3.20 shows that gene of interest was cloned into 
pShuttle vector by NotI and XbaI. All TP containing pShuttle vectors, parental 
vectors and restriction enzymes were listed into Table 3.8. All of the pShuttle 
vectors with different inserts were verified by restriction digestion with HindIII. 
The insert-containing pasmids were also verified by DNA sequencing before 
continuing to generate the adenovirus. The TP expression in H630 and RKO 
cell lines transfected with pShuttle vectors was determined by western blotting 
analysis (Fig. 3.21). 
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Figure 3.20: Introduction of gene into pShuttle vector 
Maps of vectors used to introduce the gene of interest into pShuttle vector. The fragment 
(C) from TP containing vectors (B) was cloned into NotI-XbaI site of pShuttle vector (A). 
D. the enzyme digestion of pShuttle and pShuttle-TP vectors with Hind ; the pshuttle Ⅲ
has one Hind  cutting site, therefore there is only one 6.6kb band; pShuttleⅢ -TP has two 
Hind  cutting sites. There are two bands: one is around 6.6 kb; the other is 1517bp. Ⅲ
DNA marker: 1kb DNA ladder. 
 
Figure 3.21: TP expression of TP containing pShuttle vectors 
Western blotting analysis of TP expression, Colon cells H630 and RKO were transfected 
with the indicated vectors for 48 hours. The whole protein (100 μg) was loaded onto 
10%SDS gel. A: pShuttle-TP, B: pShuttleκB4-TP, C: pShuttleCEA205-TP, D: 
pShuttleκB4CEA205-TP, E: pShuttleκB8CEA205-TP, F: pShuttlehTERTcore-TP, G: 
pShuttleκB4hTERTcore-TP, H: pShuttleκB8hTERTcore-TP, I: pShuttleSV40-TP, J: 
pShuttlehTR-TP, K: pShuttleCMV-TP, L:-VE.  
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The pShuttle vectors with gene of interest were linearised with PmeI (Fig. 
3.22A) and the recombinated with the adenovirus genomic DNA (pAdEasy-1) 
in electro-competent bacteria (BJ5183) as shown in Figure 3.23 to generate 
the recombinant adenovirus genome. Recombination of the shuttle vector and 
pAdEasy-1 was checked by restriction digestion with PacI (Fig. 3.22B). The 
recombinant adenovirus genomes were linearised with Pac-I and then 
transfected into HEK293 cells. The HEK293 cell line was generated through 
transfection of mechanically sheared segments of the Ad5 genome. The cells 
contain a fragment of the Ad5 genome integrated into the chromosome 19 
which encodes the E1 gene. By transfecting the genome of replication 
incompetent adenoviruses into HEK293 cells the ability of the virus to 
replicate is restored as the HEK293 cells provide the packaging protein from 
the E1 gene. 
 
Figure 3.22: Restriction enzyme digestion of TP containing pShuttle vectors and 
Recombination of pAdEasy-1 
A2: pShuttle vector containing gene of interest linearised with pmel, which produce a 
~8.3kb fragment; A1: uncut pShuttle vector; B1: pAdEasy linearised with PacI; Lane 2: 
Recombination of pAdEasy cut with pacI, instead of between the left arms, recombination 
took place at the origins of replicationan, so an around 4.5 kb fragment was produced. B2: 
uncut recombination. DNA marker: 1kb DNA ladder. 
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Figure 3.23: Generation of recombinant adenovirus.   
This figure was adopted from AdEasyTM Adenoviral Vector System manual. 
The shuttle vectors constructed in last step are linearised and co-transfected with the 
pADEasy-1 vector into BJ5183 electro-competent bacteria. Homologous recombination 
occurs generating the complete recombinant adenovirus genome. This is linearised and 
transfected into HEK293 cells, which contains the packaging gene E1 allowing 
replication of recombinant adenovirus. 
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3.2.14 Infection of recombinant adenovirus 
The recombinant adenovirus was enriched from HEK293 cells and purified 
using a purification kit by following the instruction of the supplier (see 
Materials and Methods section for details). Purified recombinant adenovirus 
was tittered based on production of viral hexon proteins and an adeno-virus-
specific antibody was used to identify infected cells, the infectious unit was 
calculated from the resulting number of positive cells/unit dilution. Colon 
cancer cell lines H630 and RKO were infected with purified Adenovirus for 72 
hours. Maximizing protein yield depends on using accurate virus titration and 
on using an optimal ratio of virus particles per cell commonly referred to as 
the multiplicity of infection (MOI), therefore the cells were infected with 
different amount of CMV-TP, κB8-hTERTcore-TP and κB4-CEA205-TP. Cells 
were lysed and the expression of the recombinant proteins was examined by 
western blot (Figure 3.24). Expression of TP protein were detected, however, 
there was no correlation between the amount of adenovirus added and the 
expression levelof the TP protein  
 
Figure 3.24: Adenovirus infection of colon cancer cells 
Cultured cells were infected with indicated amounts of adenovirus. Increasing the amount 
of AdCMV-TP, AdκB8-hTERTcore-TP and AdκB4-CEA205-TP did not alter the expression 
of proteins. A: Untransfected, B: 100mol pAdκB4CEA205-TP, C: 50mol  pAdκB4CEA205-
TP, D: 10mol pAdκB4CEA205-TP, E:100mol pAdκB8hTERTcore-TP, F: 50mol 
pAdκB8hTERTcore-TP, G: 10mol pAdκB8hTERTcore-TP, H:100mol p AdCMV -TP, I: 
50mol p AdCMV –TP, J: 10 mol p AdCMV –TP.  
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3.3 Discussion 
As with other cancer specific promoter systems, low transcriptional activity 
limits the clinical use of the CEA promoter in GDEPT. It has been reported that 
the transcriptional activity of CEA promoter is significantly improved by 
multimerization of the essential CEA promoter region and/or fusing the CEA 
promoter with a CEA enhancer sequence. Although the transcriptional activity 
of CEA promoter is significantly improved by these modifications, all of these 
approaches are highly cell line and CEA activity dependent. The 
transcriptional activity of these modified promoter systems remains at very low 
levels in the low CEA expressing cancer cells[265,269]. High NF-κB activity is a 
very common feature of cancers[285]. In this study, 4 linked NF-κB binding sites 
in tandem (κB4) were first exploited as a cancer specific enhancer to improve 
the transcriptional activity of the CEA promoter. The enhancing effect of κB4 
on the transcriptional activity of two basal CEA promoters covering the first 3 
(CEA205) and 4 (CEA421) DNA binding sites on the CEA promoter region 
were examined. Both promoters demonstrated comparable transcriptional 
activity which was further enhanced by κB4 in CRC cell lines. In comparison 
with that on CEA421, the κB4 enhancer demonstrated stronger enhancing 
effect on CEA205 promoter (Fig. 3.4). The luciferase assay showed that the 
transcriptional activity of κB4-CEA205 was comparable to that of SV40 
promoter (Fig. 3.5). Therefore, the κB4-CEA205 cassette was subjected to 
further study. Although high CEA protein expression and NF-κB transcriptional 
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activity are commonly detected in cancer cells, the low levels of both are also 
detectable in some normal tissues[257]. Therefore we also tested the potential 
transcriptional leakage of the κB4-CEA205 enhancer-promoter system. In 
agreement with a previous report[286], the NF-κB binding sites by itself, as an 
enhancer element,  only possessed very low transcriptional activity. The 
transcriptional activity in cancer cell lines was highly increased by the 
combination of κB4 and CEA promoter and meanwhile the cancer-targeting 
specificity was still remained (Fig. 3.4 and Table 3.1). The results 
demonstrated that κB4 enhancer efficiently improved the transcriptional 
activity of CEA basal promoter without impairing its cancer specificity. The 
fidelity of the κB4-CEA205 enhancer-promoter system was therefore 
improved by the increased transcriptional contrast between the cancer and 
normal cells. 
 
To determine the potential of κB4-CEA205 cassette for gene therapy 
application, TP/5´-DFUR was used as a model to test the efficacy of the κB4-
CEA205 enhancer-promoter system. TP is a key enzyme for CAP, a 5-FU 
prodrug[159]. Since the TP activity in various cancers is highly heterogeneous, 
the clinical response of cancer patients to CAP remains relatively low[159]. In 
this study, the TP protein expression was only detected in 2 CRC cell lines. 
Transient transfection of pκB4-CEA205-TP and pcDNA3-TP resulted in high 
and comparable expression levels of TP protein in human CRC cell lines. In 
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contrast, the pCEA205-TP transfected cells only expressed TP protein at very 
low levels. The TP protein expression in these cell lines were reflected by the 
TP activity assay results. These results indicated that the transcriptional 
efficacy of κB4-CEA205 was comparable to that of CMV strong virus promoter. 
In line with the TP protein and enzyme activity results, the MTT assay 
demonstrated that the cytotoxicity of 5´-DFUR to H630 and RKO cell lines 
was highly sensitised by the transfection of pcDNA3/TP or pκB4-CEA205-TP 
(8.8 – 14.5-fold, Fig. 3.7; Fig 3.8 and Table 3.2). 
 
The low transfection rate in vivo is one of the limitations for the clinical 
application of GDEPT which can be overcome by bystander effect. Using 
strong virus promoters, it has been reported that the 5-FU derived from 5´-
DFUR can diffuse from the transfected cancer cells to exert bystander killing 
effect on their neighbour cells in a gap junction-independent manner[275,287]. In 
this study, we also compared the bystander effect of 
pFastBacDualΔpromoter/κB4-CEA205-TP and pcDNA3/TP transfected cancer 
cell lines. Figure 5C and 5D show that the cytotoxicity of 5´-DFUR to RKO and 
H630 cell lines was significantly enhanced by the mixture of only 5% of 
pcDNA3/TP or pFastBacDualΔpromoter/κB4-CEA205-TP transfected cells. 
The bystander effect was levelled off when further increasing the TP-
transfected cells in the mixture. As well, the bystander effect of pcDNA3/TP 
and pFastBacDualΔpromoter/κB4-CEA205-TP transfection was very similar in 
 137 
both cell lines.  
 
The κB4-CEA205 system produces very promising results and  also It has 
been reported that in a reporter vector the enhancing activity of NF-κB can be 
further improved by multi-tandem copies of κB element located upstream of a 
weak promoter sequence. Eight linked NF-κB binding sites in tandem (κB8) 
were constructed upstream of CEA205 promoter to further improve the 
transcriptional activity of the CEA promoter. The enhancing effect of κB8 on 
the transcriptional activity of CEA205 promoter region was examined. In 
comparison with κB4, κB8 further enhanced the transcriptional activity of 
CEA205 promoter in CRC cell lines (Fig.3.14A and Table 3.4). The luciferase 
assay showed that the transcriptional activity of κB8-CEA205 was stronger 
than of SV40 promoter, but still weaker than CMV promoter (Fig. 3.14B). 
Transient transfection of pκB8-CEA205-TP pκB4-CEA205-TP and pcDNA3-
TP resulted in comparable expression levels of TP protein in four human CRC 
cell lines. The MTT assay demonstrated that The RKO and LoVo cell lines 
transfected with pκB8-CEA205-TP became slightly sensitive to 5’-DFUR than 
the transfection of pκB4-CEA205-TP (Fig. 3.15 and Table 3.5). These results 
indicated that although κB8 enhancer can further increase the transcriptional 
activity of CEA promoter compared to κB4, κB8 cannot further improve the 
enzyme expression and cytotoxicity. 
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hTERT promoter have been used to drive transgene expression for 
therapeutic benefit. It is similar to CEA that hTERT is also a weak promoter. 
Therefore κB8 and κB4 were used to improve the activity of hTERTcore 
promoter including approximately 200 bp upstream of the transcription start 
site. Both κB8 and κB4 improve the transcriptional activity of hTERTcore 
promoter in CRC and breast cancers but not in normal cell lines (Fig. 3.21). In 
comparison with κB4, the κB8 enhancer demonstrated stronger enhancing 
effect on hTERTcore promoter (Table 3.6, 3.7). Transient transfection of pκB8-
hTERTcore-TP resulted in increasing expression levels of TP protein than 
transfection of pκB4-hTERTcore-TP in human CRC cell lines H630 and RKO, 
but it’s still much weaker than pcDNA3-TP (Fig. 3.22). Cytotoxicity assay did 
not carry out due to the transfection efficiency. 
 
Adenoviral vectors were constructed to overcome low efficiency of 
transfection using lipofetamine on some colon cancer cell lines. Infection with 
TP containing adenoviral vectors in colon cancer cell line H630 expressed the 
TP proteins immediately after harvesting the virus vector (Figure. 3.24) but it 
failed to express at high levels after stored at -20℃ for several days. The virus 
vectors constructed in this project will be used in the study carried out by 
other researchers in the future. 
  
The molecular mechanisms of enhancing effect of κB4 on CEA and 
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hTERTcore promoter activity in this study were still not clear. Although by 
definition, enhancer is a DNA element which efficiently regulates promoter 
activity distantly and orientation-independently[288,289], the relationship between 
enhancer and promoter elements is far more complex. A cooperative 
interaction between NF-κB and Sp1 has been demonstrated in human 
immunodeficiency virus long terminal repeat (HIV-1 LTR) promoter region 
[286,290]. The cooperation between NF-κB and Sp1 in the HIV-1 LTR is highly 
space and orientation-dependent. The promoter activity is significantly 
impaired by the insertion of DNA fragments between the κB and Sp1 binding 
sites. Mutation of the adjacent κB and Sp1 DNA binding sites completely 
abolishes the phorbol myristate acetate (PMA) inducible transcriptional 
activity[286]. It was also reported that an Sp1-dependent promoter is distantly 
enhanced by an NF-κB enhancer[291]. The cooperation between NF-κB and 
Sp1 needs direct contact of both proteins and other transcription 
modulators[286,291]. Chromatin modulation is also involved. Two Sp1 and Sp1-
like DNA binding sites are located on the CEA promoter region (FP2 and 
FP3)[252,292]. Therefore, the interaction between NF-κB and Sp1 may also play 
a role in our κB4-CEA205 enhancer-promoter system. The κB4 enhancer 
demonstrated higher enhancing effect on CEA205 than CEA421 in most CRC 
cell lines (Fig. 3A). The distance between the κB4 and the 5´ Sp1 in κB4-
CEA205 and κB4-CEA421 fragments was 29 and 250 nt respectively. The 
spatial rule may also partially apply to the enhancer-promoter systems in this 
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study. Sp1 is a common element in cancer specific promoters e.g. CEA, 
survivin and hTERT[252,292-294]. Therefore, investigation of the relationship 
between κB4 and Sp1 might provide evidence for using κB4 to improve the 
transcriptional activity of other cancer specific promoters. 
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Table 3.1 Transcriptional activities of κB4, CEA205 and κB4-CEA205 in CRC and normal cells 
 LoVo Caco2 H630 HCT116 HCT15 HT29 DLD-1 RKO EAhy926 HUVEC HMEC HNEpC 
pκB4-Luc 5.6±0.7 13.0±4.5 13.0±2.7 14.0±2.1 13.8±4.0 2.3±0.7 34.4±3.4 12.2±0.3 1.0±0.5 1.0±0.08 1.0±0.08 0.7±0.003 
pCEA205-Luc 20.4±8.3 31.3±5.1 31.3±4.7 101.1±5.2 72.8±5.3 11.3±2.0 191.3±18.9 42.0±2.3 1.1±0.6 1.1±0.02 1.1±0.02 2.3±0.01 
pκB4-CEA205-Luc 180.6±23.9 183.9±16.9 183.9±2.6 379.3±21.4 558.3±83.8 19.6±6.4 993.6±68.1 207.4±3.8 1.0±0.003 0.95±0.003 0.95±0.003 1.8±0.02 
The data represent mean relative luciferase units from 3 replicates ± SD. 
 
Table 3.2 The cytotoxicity of 5´-DFUR on the transiently transfected CRC cell lines 
 pcDNA3 pcDNA3/TP pκB4-TP pCEA205-TP pκB4-CEA205-TP 
H630 33.4 ± 3.2 2.3 ± 1.0 28.3 ± 1.9 25.1 ± 0.8 3.3 ± 1.2 
RKO 33.6 ± 9.1 3.8 ± 2.5 20.7 ± 2.5 15.6 ± 1.1 4.4 ± 0.2 
The data represent the mean IC50 (µm) of 5´DFUR from 3 replicates ± SD. 
 
Table 3.3 The cytotoxicity of 5´-DFUR on the stably transfected CRC cell lines 
 pcDNA3 pcDNA3/TP 
ppFastBacDualΔpromoter/κB4-CEA205-TP 
C1                               C2 
H630 27.7 ± 12.9 0.94 ± 0.54 0.96 ± 0.02 0.94 ± 0.03 
RKO 28.3 ± 13.2 1.16 ± 0.71 0.9 ± 0.07 1.0 ± 0.06 
The data represent the mean IC50 (µm) of 5´DFUR from 3 replicates ± SD. C1 and C2: clones 1 and 2. 
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Table 3.4 Transcriptional activity ofκB8, κB8-CEA205, κB4-CEA205 and κB4 in CRC cells 
The data represent mean relative luciferase units from 3 replicates ±SD 
 
.Table3.5 The cytotoxicity of 5´-DFUR on the transiently transfected CRC cell lines 
 pκB8-CEA205-TP pCMV-TP pκB4-CEA205-TP 
RKO 1.75± 1.3 1.66± 1.2 2.25± 2.17 
LoVo 2.58± 0.85 2.34± 0.15 3.07± 1.22 
The data represent the mean IC50 (µm) of 5´DFUR from 3 replicates ± SD. 
 
Table 3.6 Transcriptional activity of κB8-hTERTcore, κB4-hTERTcore, hTR, hTERTcore and κB8 in CRC cells 
 H630 RKO LoVo CaCo2 HCT116 HCT15 DLD-I BE HT29 
pκB8-hTERTcore-Luc 97.8±4.9 88.6±16.3 95.8±9.3 85.3±10..9 143.1±7.8 156.9±17.7 295.5±37.1 175.5±8.6 243.1±24.4 
PκB4-hTERTcore-Luc 20.6±1.9 19.9±2.0 34.1±2.1 27.2±1.8 35.9±3.9 50.2±3.8 79.1±6.8 51.5±8.2 65.1±8.4 
phTERTcore-Luc 3.4±0.2 8.0±0.6 6.0±0.4 3.8±0.3 9.2±5.2 9.2±31.25 15.4±80.9 15.4±2.7 33.9±26.7 
phTR-Luc 31.7±4.1 115.9±10.9 26.3±3.4 27.7±2.2 21.0±4.4 88.5±6.8 84.8±16.4 48.6±8.4 103.5±9.2 
pκB8-Luc 22.5±2.4 32.0±3.0 34.1±4.2 24.3±3.6 47.7±11.5 40.4±3.6 121.6±7.8 20.8±3.4 64.3±7.8 
The data represent mean relative luciferase units from 3 replicates ± SD. 
 
 H630 RKO LoVo CaCo2 HCT116 HCT15 DLD-I BE HT29 
pκB8-CEA205-Luc 823.4±  40.5 331.9± 60.5 92.3 ±5.5 76.7± 6.8 92.1± 7.5 95.1± 11.1 576.5 ±48.6 246.2 ±8.7 10.5 ±2.8 
pκB4-CEA205-Luc 295.8± 18.4 219.7 ±38.2 57.5±9.4 53.8±6.4 51.6±7.4 49.5±3.4 222.0±30.7 90.8±47.65 2.9±0.6 
pκB8-Luc 35.9±0.27 25.1±0.33 5.2±0.26 2.0±0.1 3.5±0.6 4.4±0.5 10.8±0.8 17.3±0.7 1.7±0.1 
pκB4-Luc 8.3±0.1 4.3±0.2 2.0±0.3 1.5±0.05 2.8±0.1 3.0±0.6 4.6±0.3 2.5±0.4 1.1±0.1 
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Table 3.7 Transcriptional activity of κB8-hTERTcore, κB4-hTERTcore, hTR, hTERTcore and κB8 in a serial cell lines 
 MCF7 ZR75 LDAN NCI-H23 NCI-H125 CALU G-CCM A431 MDA 
pκB8-hTERTcore-Luc 154.0±12.5 67.0±4.6 71.8±5.3 22.8±1.7 94.7±8.8 31.0±2.0 30.0±0.5 13.9±3.2 66.5±1.9 
PκB4-hTERTcore-Luc 16.3±4.5 12.6±1.8 21.1±4.5 7.2±1.8 34.1±4.0 6.6±1.5 1.9±1.7 5.9±1.4 7.4±1.2 
phTERTcore-Luc 2.5±4.3 6.3±1.5 5.8±1.3 6.6±0.7 7.6±2.7 1.9±0.9 1.4±0.4 2.2±0.2 3.1±0.3 
phTR-Luc 18.0±1.3 9.2±0.7 32.9±4.3 19.4±2.8 54.0±4.0 6.0±1.5 1.8±1.7 13.9±1.4 12.4±1.2 
pκB8-Luc 21.0±2.2 14.3±1.0 10.6±2.2 3.4±1.0 5.0±0.9 1.6±0.4 5.1±0.8 3.2±2.2 5.1±0.2 
The data represent mean relative luciferase units from 3 replicates ± SD. 
 
Table 3.8 TP containing pShuttle vectors 
 Parent vectors Enzyme  Parent vectors Enzyme 
pShuttle-κB8-CEA205-TP pShuttle pκB8-CEA205-TP NotI/XbaI pShuttle-κB4-hTERTcore-TP pShuttle PκB4hTERTcore-TP NotI/XbaI 
pShuttle-κB8-hTERTcore-TP pShuttle pκB8-hTERTcore-TP NotI/XbaI pShuttle-TP pShuttle pcDNA3-TP KpnI/XbaI 
pShuttle-CEA205-TP pShuttle pCEA205-TP NotI/XbaI pShuttle-CMV-TP pShuttle-TP pShuttle-CMV KpnI/HindIII 
pShuttle-hTERTcore-TP pShuttle phTERTcore-TP NotI/XbaI pShuttle-hTR-TP pShuttle-hTR-Luc pκB4-hTERTCore-TP HindIII/XbaI 
pShuttle-κB4-TP pShuttle pκB4-TP NotI/XbaI pShuttle-SV40-TP pShuttle-SV40-Luc pκB4-hTERTcore-TP HindIII/XbaI 
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Chapter 4 
Potentiation of Gemcitabine Cytotoxicity in Colon and 
Breast Cancer Cell Lines by Disulfiram and Copper Complex  
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4.1 Introduction 
Gemcitabine (2´, 2´-difluorodeoxycytidine, dFdC) shows activity against a wide 
range of haematological and solid cancers used alone or in combination with 
other anti-cancer agents. The chemoresistance is still the major obstacle for the 
success of dFdC based chemotherapy. Due to its complex metabolism of action 
and multiple cellular targets, the resistant mechanisms of cancer cells to dFdC 
are multifactorial[102]. Although extensive research has been performed, the 
molecular mechanisms of dFdC resistance are still far from fully elucidated. 
Human cancer cells with induced NF-κB nuclear activity have demonstrated 
resistance to chemotherapy[7,166]. Inhibition of NF-κB activity by IκB enhances the 
cytotoxicity of anti-cancer drugs to cancer cell lines[167]. Disulfiram (DS) has very 
strong anti-cancer effect on solid cancers and protects normal tissues from 
chemotherapy-induced damage. It also potentiates the cytotoxicity of some anti-
cancer drugs[295,296]. There have been several reports demonstrated that DS is a 
strong proteasome inhibitor[175,297]. DS inhibits proteasome activity by forming a 
complex with copper which blocks the degradation of IκB and NF-κB nuclear 
translocation[166]. DS inhibits 5-FU induced NF-κB activation, sensitizes colon 
cancer cell lines to 5-FU and efficiently reverses 5-FU resistant in the resistant 
colon cancer cell lines[166]. There are overlapping anti-cancer mechanisms and 
anti-cancer spectrum between dFdC and 5-FU[102,298]. The status of cross-
resistance between these two drugs is still largely unknown. Investigation of the 
cross-resistance between these two drugs will provide useful information for their 
clinical application. Firstly, the cross-resistant status between 5-FU- and dFdC-
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resistant cell lines was investigated. Secondly, the effect of NF-κB activity on 
dFdC resistance was determined. Finally, the in vitro chemosensitizing effect of 
DS on the cytotoxicity of dFdC was analysed in 5-FU and dFdC resistant cancer 
cell lines. 
 
4.2 Results 
4.2.1 Cytotoxicity of 5-FU and dFdC to cancer cell lines and cross-resistant 
status between 5-FU and dFdC.  
The cytotoxicity of 5-FU and dFdC to the drug sensitive cell lines H630WT, 
HCT116WT and MCF7WT and resistant cancer cell lines H630GEM, HCT116GEM and 
MCF7FU2.5 was determined by MTT assay as described in material and method 
part. The IC50 values of 5-FU and dFdC to these cell lines are shown in Table 4.1. 
The acquired dFdC resistant colon cancer cell lines (H630GEM and HCT116GEM) 
were highly resistant to dFdC (1,800 – 2,000-fold). The 5-FU resistant colon 
(H630R10) and breast (MCF7FU2.5) cancer cell lines were 37 and 40-fold resistant 
to 5-FU respectively. To determine the cross-resistance, the 5-FU and dFdC 
resistant cell lines were cross treated with dFdC and 5-FU, respectively. The 
colon cancer cell line H630R10 was highly cross-resistant to dFdC (> 580-fold). 
The 5-FU resistant breast cancer cell line (MCF7FU2.5) showed resistance to 
dFdC (~ 3-fold). In contrast, the dFdC resistant cell lines were only resistant to 5-
FU (2.8 and 1.5-fold for H630GEM and HCT116GEM respectively). 
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Table 4.1: The cytotoxicity of 5-FU and dFdC in cancer cell lines 
The IC50 figure is mean from 3 replicates. SD in parentheses. *H630GEM, HCT116GEM: 
DS 0.35μM, CuCl2 0.5μM; H630R10: DS 0.3 μM, CuCl2 0.5μM; H630WT and HCT116WT: 
DS 0.2μM, CuCl2 0.5μM. 
                                                                                                  
 
4.2.2 The expression status of dCK, RRM1 and TS protein in drug resistant 
and sensitive cell lines.  
The down-regulation of dCK and overexpression of RRM1 protein are the 
common features for dFdC resistent cancers[102]. The protein expression levels of 
these two enzymes were determined by western blot. In comparison with relevant 
parental cell lines, the dCK protein was almost undetectable in both dFdC 
resistant H630GEM and HCT116GEM colon cancer cell lines and slightly down-
regulated in 5-FU resistant colon (H630R10) and breast (MCF7FU2.5) cancer cell 
line (Fig. 4.1A). In contrast, there was no significant difference in RRM1 
expression between dFdC resistant colon cancer cell lines, 5-FU resistant breast 
cancer cell line and relevant sensitive parental cell lines. It was intriguing that in 
comparison with the sensitive cell line, RRM1 protein was expressed at 
 H630WT H630R10 H630GEM HCT116WT HCT116GEM MCF7WT MCF7FU2.5 
5-FU (µM) 11.6 (0.5) 
438.1 
(43.3) 
31.9 
(7.6) 
30.6  
(0.7) 
44.7  
(9.9) 
3.3  
(0.2) 
135.0 
 (23.0) 
dFdC 
(nM) 
w/o DS 
17.1 (1.7) >10,000 
37,864 
(4,262) 
17.3 (4.2) 
32,521 
(7,425) 
17.4  
(5.0) 
50.2 
 (4.5) 
dFdC 
(nM) 
+DS/CuCl
2* 
7.8 
(1.4) 
10.7 
(2.1) 
34.9 
(6.0) 
4.4 
(0.4) 
56.2 
（11.4） 
ND ND 
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significantly lower level in the 5-FU resistant H630R10 cell line. As a major 
molecular target of 5-FU, TS gene amplification and protein overexpression are 
commonly detected in 5-FU resistant cancer cell lines. There was a 1-3 folds 
cross-resistance of dFdC resistant cell lines to 5-FU. Therefore, the TS protein 
expression levels were also compared in the dFdC resistant and sensitive cell 
lines. Western blot demonstrated that TS protein was over-expressed in the 
dFdC resistant colon cancer cell lines (Fig. 4.1B). 
 
 
Figure 4.1: Western blotting analysis of the expression status of dCK, RRM1 and TS  
A. dCK and RRM1 protein expression levels in dFdC and 5-FU resistant and sensitive cell 
lines. B. Comparison of TS protein levels in dFdC resistant and sensitive colon cancer cell 
lines. Vinculin: protein loading control. 
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4.2.3 NF-κB status in drug resistant and sensitive cancer cell lines.  
It has been reported that NF-κB is correlated with anti-cancer drug resistance. 
NF-κB status in drug resistant and sensitive cancer cell lines was investigated by 
EMSA analysis. In comparison with relevant sensitive parental cell lines, all drug 
resistant cell lines, apart from HCT116GEM, demonstrated high NF-κB DNA 
binding activity (Fig. 4.2A). Reporter gene assay was carried out to compare the 
transcriptional activity of sensitive and resistant cell lines. In consistent with 
EMSA result, the higher transcriptional activity was also detected in most of the 
resistant cancer cell lines. In contrast, the dFdC resistant HCT116GEM showed a 
relatively lower NF-κB reporter gene activity than its sensitive counterpart (Fig. 
4.2B). 
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Figure 4.2: NF-κB activities in drug resistant and sensitive cancer cell lines 
A. The NF-κB DNA binding activity was determined by EMSA assay. Five micrograms of 
nuclear extracts from different cell lines were used. B.The transcriptional activity of NF-κB in 
drug resistant and sensitive cell lines. The cells were co-transfected with pNF-κB-Tal-Luc or 
pGL3-Basic and pRL3-SV40 vectors. The luciferase activity of each transfection was 
normalized by the Renilla reading (the formula in the text). The column represents the mean 
of three measurements and the bar represents the SD. 
 
 
4.2.4 The influence of dFdC on NF-κB activity 
Most of tested drug resistant cell lines show high NF-κB DNA binding activity and 
higher transcriptional activity than sensitive ones. Previously, it has been reported 
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that some anti-cancer drugs, e.g. 5-FU, can induce NF-kB nuclear activity. dFdC 
might have the same effect. To determine the influence of dFdC on NF-κB activity, 
the H630WT and HCT116WT were exposed to dFdC for different time lengths and 
then subjected to EMSA analysis. The 5-FU treated cells were used as positive 
control. The NF-κB DNA binding activity was induced by dFdC in a time-
dependant manner (Fig. 4.3A). To verify the binding specificity, 5 mg of nuclear 
extracts from H630WT cells were pre-incubated with 20 times higher 
concentration of unlabeled wild-type or mutant NF-kB probe before EMSA. The 
retarded bands were removed by the unlabeled wild-type NF-kB probe but not by 
the mutant one (Fig. 4.3B, Lanes 2 and 3). To determine the involved NF-kB 
subunits, the nuclear extract was pre-incubated with different NF-kB antibodies 
(p65, p50, p52, c-Rel and RelB) for 30 minutes and examined by EMSA. Figure 
4.4B illustrates that the supershifting bands were only produced by NF-kB p50 
and p65 antibodies (Lanes 4 and 5) but not by p52, c-Rel, RelB or VEGF (Fig. 
4.3B, Lanes 6 – 9).  
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Figure 4.3: Influence of NF-κB activity by dFdC 
A. dFdC induced NF-κB activity in a time-dependent manner. The nuclear extract (5 mg/lane) 
from H630WT and HCT116WT cell lines exposed to 10 mM dFdC or 50 μM 5-FU for different 
time lengths (0 – 180 minutes) was subjected to EMSA. B. Binding specificity and supershift 
assay. Nuclear extract of H630WT cells was incubated with antibodies or unlabeled NF-κB 
probes and tested by EMSA. 
 
 
4.2.5 NF-κB-induced dFdC resistance.   
According to results from part 4.2.3 and 4.2.4, dFdC induce NF-κB activity of 
sensitive cell lines in a time-dependent manner. Also once the cell lines became 
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resistant to 5-FU and dFdC, most of them show higher DNA binding activity and 
transcriptional activity than sensitive ones. The question of how the NF-κB 
influences the sensitivity of cancer cell lines to dFdC is still unclear. To determine 
this, the breast cancer cell line, MCF7  was stably co-transfected with NF-κB p50 
and p65 subunits. The positive clones were selected. Expression status of NF-κB 
p50 and p65 protein was detected in the transfected cells by western blot, 
positively transfected cells (p50/p65p, p2, c4) overexpress p50 and p65 proteins 
(Fig. 4.4). In comparison with the negative control cells (pcDNA3 mock 
transfected), EMSA and reporter gene assay results demonstrated high NF-κB 
DNA binding and transcriptional activity respectively in the positively transfected 
cells (Fig. 4.5A and 4.5B).  
 
 
Figure 4.4: The NF-κB protein expression in NF-κB subunits p50 and p65 
transfected MCF7 cells. 
The p65, p50 expression level was determined by western blotting. 100 μg of each 
sample was used. P is pooled colne. P2 is pooled clone 2. C4 is clone 4. Vinculin was 
used as loading control. 
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Figure 4.5: NF-κB DNA binding and transcriptional activity of NF-κB in p65/p50 co-
transfectedand parental MCF7 cell lines 
A. NF-κB DNA binding activity was determinded by EMSA assay. B. the transcriptional 
activity of NF-κB. The cells were co-transfected with pNF-κB-Tal-Luc or pGL3-Basic and 
pRL3-SV40 vectors. And the luciferase activity was determined using a luminometer. The 
luciferase activity of each transfection was normalized by the Renilla reading (the formula 
in the text). The column represents the mean of three measurements and the bar 
represents the SD. 
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MTT assay was carried out to investigate the cytoxicity of dFdC on p65, p50 
transfected and pcDNA3 transfected cells. The results showed that in 
comparison with the pcDNA3 mock transfected cells, the p50 and p65 
transfection induced ~ 3.2 – 4-fold resistance to dFdC (Table 4.2). The down-
regulation of dCK and overexpression of RRM1 protein are the common features 
for dFdCresistance. So the protein expression levels of these two enzymes in 
transfected cells were determined by western blot. The expression levels of 
RRM1 and dCK protein between positively transfected and pcDNA3 mock 
transfected cell lines were comparable (Fig. 4.6). The TS protein was also 
expressed at very similar levels in p65 plus p50 transfected and pcDNA3 
transfected cells (Fig. 4.6). 
 
Table 4.2 The cytotoxicity of gemcitabine in NF-κB p50 and p65 transfected MCF7 cells 
 pcDNA3 C4 P P2 
GEM (nM) 23.2 (8.5) 73.9* (7.4) 92.0* (22.6) 81.5* (12.0) 
The IC50 figure is mean from 3 replicates. SD in parentheses.*VS pcDNA3, P<0.05 
Figure 4.6: dCK, RRM1 and TS protein expression status in NF-κB p50 and p65 
subunits transfected and control cells.  
The expression levels of dCK, RRM1 and TS were determined by western blotting. 
Vinculin was used as loading control. 
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4.2.6 The influence of inhibition of NF-κB on cytoxicity of dFdC  
Cells became resistent to dFdC by increasing the expression of NF-κB subunits 
p50 and p65. The next series of study was to determine whether inhibition of NF-
κB can sensitize the cells to dFdC.  For this purpose, colon cancer cell line 
HCT116WT was transfected with by IκBα super-repressor (IκBSR). High level of 
expression status of IκBα was detected in the transfected cells by western blot 
(Fig. 4.7A). Reporter gene assay results demonstrated that IκBSR transfected 
cells possessed ~ 1.5 – 4-fold lower NF-κB transcriptional activity than that in the 
control cells (pcDNA3 mock transfected; Fig. 4.7B). Positive clone 2 and pooled 
cells (p1) were subjected to cytoxicity assay (Fig. 4.8). In comparison with the 
pcDNA3 mock transfected cells, the IκBSR transfection demonstrated ~ 1.5- to 
1.8-fold more sensitive to dFdC and ~ 1.9- to 2-fold more sensitive to 5-FU (Table 
4.3). 
Table 4.3 The cytotoxicity of 5-FU and dFdC in IκBSR transfected HCT116 cells 
 pcDNA3 C2 P1 
5-FU(μM) 22.4(1.86) 10.3(2.1) 11.4(0.9) 
dFdC (nM) 11.8(1.1) 7.6(0.2) 6.3(1.6) 
The IC50 figure is mean from 3 replicates. SD in parentheses. 
 
 
 
 
 
 
 
 157 
 
 
 
Figure 4.7: IκBα expression level and NF-κB transcriptional activity of IκBSR 
transfected cells 
A. western blotting analysis of IκBα expression, Vinculin was used as loading control. B. NF-
κB transcriptional activity was determined by reporter gene assay. The cells were co-
transfected with pNF-κB-Tal-Luc or pGL3-Basic and pRL3-SV40 vectors. The luciferase 
activity of each transfection was normalized by the Renilla reading. The luciferase activity is 
represented by the ratio of the specific promoter over the activity of pGL3-Basic. The column 
represents the mean of three measurements and the bar represents the SD. 
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Figure 4.8: Cytotoxicity of 5-FU and dFdC to IκBSR transfected cells. 
The cells were treated with drugs for seventy two hours before analysis of cytotoxicity by 
MTT assay. Curves were derived from three replicates and the bars represent standard 
deviations. 
 
 
4.2.7 DS and copper complex potentiated dFdC cytotoxicity in drug 
resistant and sensitive cancer cell lines.  
It has been reported that DS inhibits 5-FU induced NF-κB activation and 
sensitizes colon cancer cell lines to 5-FU and efficiently reverses 5-FU resistant 
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in the resistant colon cancer cell lines[166]. Also the above results showed that 
dFdC resistance was NF-κB-correlated. So, next step of this study was to test if 
DS can also improve the cytotoxicity of dFdC in cancer cell lines. The toxicity of 
DS alone to the dFdC and 5-FU resistant colon cancer cell lines was tested first 
(Fig. 4.9A). It was similar to some cancer cell lines tested by other groups[195,299], 
the dose response curves for these cell lines were biphasic. DS alone showed 
highest cytotoxicity at around 1 μM concentration, whereas more cancer cells 
survived when DS concentration increased to ~ 5 – 6 μM. This biphasic effect of 
DS may hinder the potential clinical use of this drug in cancer treatment. It has 
been reported that copper can improve the inhibiting effect of DS on proteasome 
activity. Therefore, the reversion of the biphasic effect of DS by combining use of 
DS with copper was tested. The data derived from three dFdC and 5-FU resistant 
colon cancer cell lines demonstrated that although the cytotoxicity of DS was not 
significantly enhanced by copper, the second survival peak was diminished by 
combination of DS and copper (Fig. 4.9B). Copper alone was not toxic to these 
three cell lines (data not shown). The IC30 values of DS/Cu complex (H630GEM 
and HCT116GEM: 0.2 μM; H630R10: 0.3 μM) were determined by narrowing down 
the concentrations (Fig. 4.9C). Furthermore, the cytotoxicity of dFdC along with 
DS/Cu complex was examined. Table 4.1 shows that the cytotoxicity of dFdC in 
colon and breast cancer cell lines was highly potentiated and the dFdC 
resistance was reversed by combining use of DS/Cu complex at IC30 
concentration with dFdC.  
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Figure 4.9: Cytotoxicity of DS, DS/Cu and DS/Cu/dFdC in colon cancer cell lines 
A. DS alone was cytotoxic to H630WT, HCT116WT and H630R10 cell lines but demonstrated 
biphasic effect. The second survival peaks demonstrated in all three cell lines at DS 
concentrations of ~ 6 – 10 μM. B. The biphasic effect of DS was diminished by the combining 
use of CuCl2 with DS. C. The cytotoxicity curves of H630GEM, HCT116GEM and H630R10 cell 
lines treated with DS in combination with CuCl2. The column and bar: mean and SD 
respectively, n = 3. 
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4.2.8 Cell morphology change after treatment of single and combination 
drugs 
Figure 4.10 shows the morphology of cancer cell lines after exposed to different 
drug combinations for 72 hours. The results of morphology are in support of the 
MTT cytotoxicithy assay results. There was a morphological difference observed 
between the cells treated with dFdC alone and the combination of CuCl2, 
Disulfiram and dFdC. Only the cell treated with DS/Cu/dFdC demonstrated 
morphological changes e.g. cell body shrinking, nuclear condensation, bubble-
like blebs and debris.  
 
Figure 4.10: The morphology of HCT116GEM, H630GEM and H630R10 after treatment 
Cells were treated with drugs for 72 hours before the pictures were captured. dFdC: 1 μM of 
gemcitabine; DS/Cu (disulfiram and copper complex): H630GEM and HCT116GEM were treated 
with 0.35 μM and H630R10 was treated 0.3 μM. DS/Cu/dFdC: The cell lines were treated with 
the above concentrations of DS/Cu plus 1 μM of dFdC. The pictures on the right show that 
cells become round and shrinking. 
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4.2.9 DS and copper complex inhibited dFdC-induced NF-κB activity  
The EMSA analysis was performed to determine the inhibiting effect of DS/Cu 
complex on the dFdC-induced NF-κB activity in two colon cancer cell lines. 
Figure 4.11A shows that the DS/Cu complex significantly inhibited NF-κB DNA 
binding activity at a very low concentration (~ 1 μM). In contrast, DS alone did not 
inhibit (H630WT) or only inhibited NF-κB activity at relatively high concentration 
(HCT116WT, ~ 25 μM). Zinc is another bivalent metal atom which can be chelated 
by DS to form complex. The effect of DS/Zn complex on the dFdC-induced NF-
κB activity in two colon cancer cell lines was investigated as well. The DS/Zn 
complex also only demonstrated inhibition of NF-κB activity at relatively high 
concentrations (~ 10 μM) (Fig. 4.11B).   
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Figure 4.11: The effect of DS, DS/Cu and DS/Zn on dFdC induced NF-κB DNA binding 
activity in H630WT and HCT116WT cell lines.  
A. The effect of DS/Cu complex on dFdC induced NF-κB DNA binding activity. B. The effect 
of DS or DS/Zn on dFdC induced NF-κB DNA binding activity. The nuclear extract (5 μg/lane) 
from cells treated with different compound for 24 hours was subjected to EMSA assay. 
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4.2.10 DS and copper complex inhibits proteasome activity 
The 26S proteasome maintain the orderly degradation of cellular proteins. 
Proteasome inhibition can cause cellular apoptosis by affecting the levels of 
various short-lived proteins, resulting in inhibition of NF-κB activity. Proteasome 
inhibitors inhibit NF-κB activity in cells by blocking the degradation of IκB[300]. 
Previously It has been reported the complex of DS-copper is capable of inhibiting 
the proteasome activity[297]. The 20S subunit is the core catalytic complex of 26S 
proteasome. Therefore the inhibition of copper alone, zinc alone(10 μM), DS 
alone(10 μM), DS/Cu(10 μM each) and DS/Zn(10 μM each) on purified rabbit 
20S proteasome was tested. DMSO was used as vehicle control. The 
commercially available proteasome inhibitor, MG132 was used as positive control. 
The results showed that both CuCl2 and DS/Cu manifested inhibiting effect on 
20S proteasome at different levels. DS/Cu demonstrated strongest inhibition 
effect on the 20S proteasome activity which was over 3-fold higher inhibition than 
CuCl2 alone and was also stronger than equal molar concentration of MG132. 
Zinc alone and DS/Zn also showed inhibiting effect on the proteasome activity 
but the inhibiting effect was much weaker than DS/Cu (Fig. 4. 12A Table 4.4). 
Figure 4.12B demonstrates that CuCl2, DS/Cu complex and MG132 inhibited 20S 
proteasome in a dose-dependent manner.   
 
Table 4.4 20S proteasome activity  
 -VE DMSO DS CuCl2 
CuCl2-
+DS 
ZnCl2 
ZnCl2 
+DS 
1μMM 
G132 
10uM 
MG132 
F P 
Activity 
92.8 
(5.9) 
64.4 
(6.5) 
41.0 
(1.0) 
15.2 
(1.4) 
5.6 
(0.8) 
21.7 
(4.1) 
19.2 
(1.0) 
26.9 
(1.4) 
7.9 
(0.1) 
967.026 .000 
The figure is mean from 3 replicates. SD in parentheses 
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Figure 4.12: Inhibition of DS-Copper complex on 20S proteasome activity 
DMSO was used as vehicle control. MG132 was used as positive control. The column 
represents the mean of three measurements and the bar represents the SD. B: CuCl2, 
DS/Cu complex and MG132 inhibited 20S proteasome in a dose-dependent manner 
 
 
4.3 Discussion 
Both 5-FU and dFdC are antimetabolites widely used singly or in combination in 
the chemotherapy of a variety of solid cancers[301-305]. Although objective 
responses and survival benefits have been improved, complete responses to 
dFdC and 5-FU based chemotherapy are uncommon. The acquired resistance 
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induced by repetitive exposure of cancer cells to anti-cancer drugs is one of the 
major limitations for the success of dFdC and 5-FU based chemotherapy. Despite 
extensive studies before, the molecular mechanisms involved in dFdC resistance 
are still largely obscure. Investigation of dFdC resistance and the cross-
resistance between dFdC and 5-FU will provide useful information for cancer 
chemotherapy. In this study, dFdC resistance and cross-resistance between 
dFdC and 5-FU was invested in two acquired dFdC resistant colon (H630GEM and 
HCT116GEM) and 5-FU resistant colon (H630R10) and breast (MCF7FU2.5) cancer 
cell lines. In comparison with the relevant sensitive parental cell lines, both dFdC 
resistant cell lines were highly resistant to dFdC (HCT116GEM: 1800-fold and 
H630GEM: 2200-fold. Consistent with previous report [298,306], only very mild 5-FU 
resistance was detected in both dFdC resistant cell lines (HCT116GEM: 1.5-fold 
and H630GEM: 3-fold). The 5-FU resistant breast cancer cell line, MCF7FU2.5, was 
also mild resistant to dFdC (~ 3-fold). In contrast, the 5-FU resistant H630R10 cell 
line was highly resistant to dFdC (> 580-fold). The in vitro acquired cross-
resistance between 5-FU and dFdC was cell line dependent. The cross-
resistance could reach very high level although most of the cross-resistance was 
mild (~ 2 – 3-fold). Results of this study indicated that the cross-resistance 
between 5-FU and dFdC was a common feature in cancer cell lines which may 
have clinical indication for cancer chemotherapy. 
 
dCK enzyme plays a key role in conversion of dFdC into its active form and RNR 
is one of the major targets for dFdC[96,307]. Therefore, it is not surprised that dFdC 
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resistant cell lines commonly manifest dFdC deficiency and/or RRM1 
overexpression. The dFdC protein was almost undetectable in both dFdC 
resistant cell lines. In contrast, the protein expression levels of RRM1 were 
comparable between the dFdC resistant and parental cell lines (Fig. 4.2A). 
Therefore, the dFdC resistance in these cell lines may mainly be induced by dCK 
deficiency. Although one of the 5-FU resistant cell lines (H630R10) was highly 
cross-resistant to dFdC, the dCK protein expression was only very slightly 
downregulated. Intriguingly, the RRM1 protein expression was downregulated in 
both 5-FU resistant cell lines, especially in H630R10 cells (Fig. 4.2A). Thus, both 
dCK and RRM1 may not be the determinants of cross-resistance of 5-FU 
resistant cell lines to dFdC. TS is one of the major targets of 5-FU. TS protein 
over-expression is a common feature of 5-FU resistance. The dFdC resistant cell 
lines manifested very mild cross-resistance to 5-FU (Table 4.1). It has reported 
before that TS over-expression and gene amplification alone only induces 5-FU 
resistance at low levels[308,309]. The 5-FU cross-resistance in dFdC resistant cell 
lines may be conferred by the over-expression of TS protein. 
 
High constitutive and/or inducible NF-κB activity is related to anti-cancer drugs, 
including dFdC, resistance[7,310-312]. Targeting NF-κB sensitises cancer cells to 
several anti-cancer drugs[167,312,313]. It has been reported before that NF-κB is 
related to 5-FU resistance[7,154,308,314]. Because 5-FU and dFdC are anti-
metabolism drugs sharing common anti-cancer mechanism, NF-κB status in both 
drug resistant cell lines was analysed. High NF-κB DNA binding and 
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transcriptional activity was detected in all of the 5-FU resistant and one of the 
dFdC resistant (H630GEM) cell lines (Fig. 4.3A and B). High dFdC -induced NF-κB 
DNA binding activity, composing of subunits p50 and p65 (Fig. 4.4A and B), was 
detected in colon cancer cell lines. Therefore, high NF-κB activity was a common 
feature of 5-FU and dFdC resistant cell lines.  
 
To determine the importance of NF-κB activity in dFdC resistance, human breast 
cancer cell line MCF7 was co-transfected with NF-κB subunits p50 and p65. The 
NF-κB p50 and p65 protein overexpression and high NF-κB DNA binding as well 
as the transcriptional activity were detected in the transfected cell lines (Fig. 4.5, 
4.6). MTT assay demonstrated that NF-κB induced dFdC resistance (3 – 4-fold) 
in MCF7 cells (Table 4.2). The protein expression levels of both dCK and RRM1 
were comparable between the NF-κB transfected and control cell lines (Fig. 4.7). 
Therefore NF-κB induced dFdC resistance in the transfected cell lines was dCK 
and RRM1 independent. When human colon cancer cell line was transfected with 
IκBSR, the transfected cells were more sensitive to dFdC and 5-FU compared 
with pcDNA3 mock transfected cells, Whereas the sensitizing effect was 
relatively weak (1.5 – 2-fold). This indicated that apart from NF-κB pathway, the 
cancer cell sensitivity to dFdC and 5-FU was also determined by other factors. 
Due in part to the disappointing results associated with chemoresistance and the 
non-specific side effects induced by high-dose chemotherapy, current research 
efforts are directed toward the identification of novel chemosensitizers which 
target antiapoptotic factors and improve therapeutic index of conventional anti-
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cancer drugs without further putting on patient's medication burden[315,316]. 
Inhibition of NF-κB has been widely accepted as a promising means for reversing 
chemoresistance and sensitizing cancer cells to conventional anti-cancer drugs 
[190]. It has previously reported that DS inhibits NF-κB activity and potentiates 
cytotoxicity of 5-FU to colon cancer cell lines[166]. In this study, the results 
demonstrated that DS was cytotoxic to 5-FU and dFdC resistant colon cancer cell 
lines in vitro. DS also significantly enhanced the cytotoxicity of dFdC and 
reversed the chemoresistance in dFdC resistant cancer cell lines (Table 4.1).  
Consistent with a recent report[195], the in vitro cytotoxic effect of DS was biphasic 
on the cancer cell lines. DS showed maximum cancer killing at ~ 1 μM but the 
second cancer cell survival peak appeared at relatively high DS concentrations 
(~ 6 – 10 μM). The biphasic effect has also been observed in the inhibition of NF-
κB activity by diethyldithiocarbamate (DDTC) and pyrrolidine 
dithiocarbamate[193,317]. The recent studies indicate that copper (Cu) ion is 
essential for the cytotoxicity of DS to cancer cells[182,297,318]. Cu is one of essential 
trace element for human beings playing important role as a redox cofactor in 
many Cu-dependent enzymes and tightly regulated in humans. High Cu in the 
cell can produce highly toxic reactive oxygen species (ROS). As a strong chelator, 
DS can facilitate intracellular Cu uptake and trigger production of ROS in cancer 
cells and induce cancer cell apoptosis. Apart from triggering apoptosis, ROS also 
strongly induces NF-κB activity which induces the expression of a wide range of 
anti-apoptotic factors which diminish the apoptotic effect of ROS[319,320]. The 
result of this study demonstrated that the biphasic effect of DS was completely 
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removed by addition of trace amount of CuCl2 into culture medium (Fig. 4.9A and 
B) and enhanced cytotoxicity of DS in cancer cell lines. The EMSA study showed 
that DS/Cu complex strongly inhibited NF-κB DNA binding activity which highly 
mirrored its cytotoxic effect in two colon cancer cell lines (Fig. 4.11A). The NF-κB 
inhibiting effect was only observed in the cells treated with much higher 
concentrations of DS alone or DS/Zn complex (Fig. 4.11B). DS/Cu complex may 
simultaneously induce ROS and inhibit NF-κB activity. It has recently been 
reported that DS/Cu complex is a strong proteasome inhibitor[297]. The activation 
of NF-κB is highly relied on the proteasome-mediated degradation of IκB. The 
20S proteasome inhibition effect was examined in vitro. DS/Cu complex 
significantly inhibit the 20S proteasome activity in a dose dependent manner 
compare to vehicle DMSO (Table 4.4). The consistent existence of DS/Cu 
complex in cancer cells may inhibit proteasome activity and block the 
degradation of IκB and the nuclear translocation of NF-κB. 
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Chapter 5 
Disulfiram/copper Complex Reversed the Cross-
resistance between 5-fluorouracil and Other Anti-cancer 
Drugs 
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5.1 Introduction  
The resistance to chemotherapeutic drugs is the major limitation for the 
clinical success of cancer chemotherapy. Resistance to anti-cancer drugs can 
be either intrinsic (present in the cancer cell before treatment) or acquired 
after treatment. Cancer cells can develop resistance to not only the drug being 
administered, but also to some other anti-cancer drugs with different 
molecular structure and intracellular targets. The mechanisms of resistance 
and cross-resistance are very complicated and commonly dependent on drug 
metabolism pathway and the genetic and epigenetic background of the cancer 
cells. To date, there is still no completely clear and globally satisfactory 
explanation for the development of multiple drug resistance. It is apparent that 
in many cases there is a coordinated involvement of several different systems. 
It has been showed in the last chapter that the 5-FU resistant colon cancer 
cell line H630R10 was 37-fold resistant to 5-FU in comparison with the 
sensitive parental cell line H630WT. The H630R10 also demonstrated high level 
of cross-resistance to dFdC (> 580-fold). 
 
Because 5-FU is a cornerstone chemotherapeutic agent in different cancer 
and commonly used in combination with many other anti-cancer drugs, the 
cross-resistance of 5-FU and other anti-cancer drugs will severely affect the 
therapeutic outcomes. Elucidation and tackling cross-resistance between 5-
FU and other anti-cancer drugs will provide valuable information for 
chemotherapy in clinic. This study investigated the cross-resistance of 5-FU 
and a panel of anti-cancer drugs, e.g. topoisomerase inhibitors (topotecan, 
etoposide and doxorubicin), alkylating agent lomustine (CCNU) in H630R10 
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cell line. The reversing effect of DS/copper complex on the cross-resistance of 
5-FU and the above anti-cancer drugs was also investigated. 
 
5.2 Results 
5.2.1 Cytotoxicity of topotecan, etoposide, doxorubicin and CCNU to 
colon cancer cell lines  
The cytotoxicity of topotecan, etoposide, doxorubicin and CCNU to the drug 
sensitive cell line H630WT, and FU-resistant cell line H630R10 was determined 
by MTT assay. In comparison with parental cell line H630WT, H630R10 was 
significantly cross-resistant to topotecan and etoposide. In comparison with 
the sensitive H630WT cell line, the H630R10 cell line manifested 9.18, 67.88, 
5.77 and 2.74-fold resistance to topotecan, etoposide, doxorubicin and CCNU 
respectively (Fig. 5.1, Table 5.1).  
 
Table 5.1: The cytotoxicity of five anti-cancer drugs on H630WTand H630R10 cell 
lines 
IC50 (μM) Anti-
cancer drug 
n 
H630WT H630R10 
Resistant 
fold 
P 
Topotecan 3 3.09±1.83 28.38±10.6 9.18 0.015 
Etoposide 3 3.48±2.17 236.23±48.39 67.88 0.001 
Doxorubicin 3 0.52±0.42 3.0±1.99 5.77 0.102 
CCNU 3 53.51±19.18 146.83±62.04 2.74 0.067 
The IC50 Value is mean from three replicates ± SD. Resistant fold is the IC50 ratio of resistant cell line to 
sensitive cell line. 
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5.2.2. Expression of the proliferation-related proteins in H630R10 and 
H630WT cell lines  
Cancer is biologically characterized by the enhanced proliferative rate which 
is also the Achilles’ heel of cancer for chemotherapeutic targeting. Most of 
anti-cancer drugs mainly target fast dividing cells. Most of the resistant cancer 
cell lines possess longer doubling time than those of their sensitive 
counterparts[321]. Our previous publication demonstrated that H630R10 cell line 
grows much slower than the parental H630WT cell line[154] and several 5-FU 
resistant cancer cell lines also manifested longer doubling time[321]. The lower 
proliferation rate may protect the cancer cells from anti-cancer drug targeting 
Figure 5.1: Cytotoxicity of topotecan, etoposide, doxorubicin and CCNU to 
H630WT and H630R10 colon cancer cell lines. 
The cells were treated with drugs for seventy two hours before subjected to MTT 
assay. Curves were derived from three replicates and the bars represent standard 
deviations. The drugs were labeled on the top of each graphic curve. ETP: etoposide, 
Top: topotecan, Dox: doxorubicin. 
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and confer them multi-resistant phenomenon to different anti-cancer drugs. 
PCNA and ki-67 are widely accepted proliferation markers. In this study, the 
expression levels of these two proteins were determined using western 
blotting and fluorescent immunocytochemistry analyses. Western Blot 
analysis for the proliferation marker PCNA revealed a lower expression level 
of PCNA in H630R10 cell line than that in H630WT cell line (Fig. 5.2A). 
Consistent with western blotting result, Immunofluorescent result showed that 
in comparison with the parental counterpart, fewer H630R10 cells expressed 
both PCNA and ki-67 markers. The positively stained H630R10 cells also 
demonstrated much lower expression levels (Fig. 5.2B).  
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Figure 5.2: Expression of the proliferation-related markers in H630R10 and H630WT 
cell lines. 
A. the PCNA protein expression level was determined by western blotting. Vinculin was 
used as protein loading control. B. Immunofluorescence in H630WT (top) and H630R10 
(bottom) cell lines stained with anti-PCNA (left) and anti-Ki-67 (right) antibodies. Arrows 
represent positively stained cells. 
 
 
 
5.2.3 Optimization of concentration of DS/copper complex 
In comparison with parental cell line H630WT, H630R10 was highly resistant to 
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topotecan, etoposide, doxorubicin and CCNU. It has been demonstrated in 
the last chapter that DS significantly enhanced the cytotoxicity of dFdC and 
reversed dFdC resistance in the resistant cell lines. In this chapter, the effect 
of DS/copper complex on the cross-resistance of H630R10 to other anti-cancer 
drugs was investigated. First, the cytotoxic effect of DS alone on H630R10 and 
H630WT was tested. It was in agreement with previous report[192,193], the MTT 
results showed a biphasic action when treated with a varying range of 
concentrations of DS. The cancer cells were highly sensitive to the cytotoxic 
effect of DS at lower concentration (~ 1 μM) but more cancer cells survived 
from higher concentration treatment (~ 5 – 10 μM). There were 71.3% survival 
rate of H630R10 cells treated with 10 μM of DS and 32.6% surviving H630WT 
cells after exposed to 5 μM DS (Fig. 5.3). 
 
 
 
Figure 5.3: The cytotoxic effect of DS on H630R10 and H630WT 
The cells were exposed to DS for 72 hours and then subjected to MTT assay. Three 
independent determinations were performed and the bars represent standard 
deviations. 
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DS is a chelator which can chelate divalent metal ion to form complex. In the 
recent years, cumulated evidence indicated that copper played critical role in 
the cytotoxicity of DS. It was also demonstrated in the last chapter that in 
combination with copper, the biphasic cytotoxic effect of DS was eliminated. 
Based on these results, four different concentrations of CuCl2 (0.1 μM, 0.5 μM, 
5 μM and 15 μM) were tried over different concentrations of DS ranging from 
0 to 1 μM to find the precise ratio of DS and CuCl2 for the combination. MTT 
assay showed that treatment of H630R10 with a combination of CuCl2 and DS 
removed the second survival peak that was observed when treated with DS 
(Fig. 5.4). There was no significant difference between DS in combination with 
different concentrations of CuCl2. Therefore the CuCl2 concentration of 0.5 μM 
was chosen to be used in the combination with other anti-cancer drug. The 
IC50s value of DS were 0.43 μM ± 0.14 and 0.54 μM ± 0.14 for H630WT and 
H630R10 cell lines respectively. The IC30 concentration of DS (0.3 μM for 
H630R10 and 0.2 μM for H630WT) in combination with 0.5 μM of CuCl2 was 
used to test the enhancing effect on the cytotoxicity of different anti-cancer 
drugs. 
 
 179 
 
Figure 5.4: Cytotoxicity of DS/Copper Complex 
The cytotoxicity of DS in H630WT and H630R10 cell lines was determined in combination 
with four different concentrations of CuCl2 (0.1, 0.5, 5 and 15 μM). Curves were derived 
from three replicates and the bars represent standard deviations. 
 
 
5.2.4 DS/copper complex reverse the cross resistance of 5-FU resistant 
cells to other anti-cancer drugs. 
A combination treatment with CuCl2 and DS along with the anti-cancer drugs 
was tested by MTT assay. Since different concentrations of CuCl2 
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demonstrated similar effect on the cytotoxicity of DS in both cell lines, 0.5 μM 
CuCl2 was arbitrarily chosen for the combination use in all further studies. A 
combination of 0.3 μM DS, 0.5 μM CuCl2 was chosen for the resistant 
H630R10 cell line. DS/copper complex significantly sensitized H630R10 cell line 
to topotecan (354.75-fold), etoposide (787.43-fold), doxorubicin (375-fold) and 
CCNU (6.16-fold) (Fig. 5.5 and Table 5.2). The parental cell line, H630WT, was 
tested as well. The cytotoxicity of topotecan, etoposide, doxorubicin and 
CCNU was significantly enhanced by combination of different anti-cancer 
drugs with DS (0.2 μM) and CuCl2 (0.5 μM). The IC50 values of topotecan, 
etoposide, doxorubicin and CCNU for the parental H630WT cell line were also 
reduced from 3.09 μM, 3.48 μM, 0.52 μM, and 53.50 μM to 0.50 μM, 0.33 μM, 
0.007 μM and 27.50 μM respectively (Fig. 5.6, Table 5.3). 
 
Table 5.2: The cytotoxicity of DS/copper complex along with anti-cancer drugs on 
H630R10 cell line 
IC50 (μM) 
Anti-
cancer drug 
n 
Drugs alone 
With 
DS/Copper 
Sensitization 
fold 
P 
Topotecan 3 28.38±10.6 0.08±0.13 354.75 0.001 
Etoposide 3 236.23±48.39 0.30±0.39 787.43 0.001 
Doxorubicin 3 3.0±1.99 0.008±0.01 375.00 0.059 
CCNU 3 146.83±62.04 23.83±32.17 2.74 0.038 
The IC50 Value is mean from three replicates ± SD. DS: 0.3 μM; CuCl2: 0.5 μM CuCl2 
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Table 5.3 The chemosensitizing effect of DS/copper complex on the cytotoxicity of 
different anti-cancer drugs in H630WT cell line 
IC50 (μM) 
Anti-cancer drug 
Drugs alone With DS/Cu 
Sensitization fold 
Topotecan 3.09±1.83 0.50±0.64 6.10 
Etoposide 3.48±2.17 0.33±0.28 10.55 
Doxorubicin 0.52±0.42 0.007±0.005 74.29 
CCNU 53.51±19.18 27.50±17.50 1.95 
The IC50 figure is mean from three replicates ± SD. DS: 0.2 μM, CuCl2: 0.5 μM  
 
 
                                                           
Figure 5.5: DS/copper complex enhanced the cytotoxicity of anti-cancer drugs in 5-
FU resistant cancer cell line. 
The H630R10 cells were treated with drugs for seventy two hours before subjecting to MTT 
assay. Curves derived from three replicates and the bars represent standard deviations. 
The drugs were labeled on the top of each graphic curve. The drug was labeled on the 
top of each curve. 
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5.2.5 DS/copper released anti-cancer drug-induced G2/M block and 
enhanced anti-cancer drug-induced apoptosis 
Cells were treated with topotecan, etoposide, doxorubicin and CCNU with 
DS/Cu or without DS/Cu for 48 hours. Cell cycle analysis showed that, after 
48 hours of treatment, 10 μM of topotecan, 10 μM etoposide, and 1 μM 
doxorubicin and 50 μM CCNU induced G2/M block in agreement with findings 
reported in the literature[322](Fig. 5.7A, 5.7B). When DS/Cu complex was 
Figure 5.6: The chemosensitizing effect of DS/copper complex on the cytotoxicity 
of the conventional anti-cancer drugs in H630WT cancer cells 
H630WT cells were treated with combination of drugs for seventy two hours before 
subjecting to MTT assay. Curves derived from three replicates and the bars represent 
standard deviations. The drugs were labeled on the top of each graphic curve.  
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combined with doxorubicin, topotecan, or etoposide, the G2/M block was 
disrupted and cell death was greatly enhanced (Fig. 5.7C). Percentage of 
cells in different cell cycle phases after treatment was listed in Table 5.4. 
 
Table 5.4: DNA content of H630R10 cell line after drug treatment                                                                                                           
 n -VE DS/Cu Top Top+DS/Cu ETP ETP+DS/Cu 
Apoptosis 
3 
17.15 
(3.23) 
40.63 
(19.7) 
21.14 
(11.6) 
54.36* 
(17.66) 
22.79 
(11.01) 
52.97* 
(15.22) 
G2/M 
3 
13.56 
(2.28) 
9.34 
(2.73) 
30.74 
(9.21) 
8.43# 
(5.24) 
33.97* 
(13.97) 
11.26¤ 
(6.43) 
 
Dox n Dox Dox+DS/Cu CCNU CCNU+DS/Cu F P 
32.17 
(6.14) 
3 32.17 
(6.14) 
58.30* 
(14.65) 
14.55 
(9.63) 
42.58 
(10.97) 
5.329 .001 
15.81 
(1.16) 
3 15.81 
(1.16) 
7.86 
(3.79) 
18.13 
(9.63) 
10.97 
(0.19) 
6.611 .000 
The Value is mean from three replicate ±SD. DS: 0.3 μM; CuCl2: 0.5 μM were used  * VS. –VE P <0.05;  
#VS Top P <0.05;  ¤VSETP P <0.05. 
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Figure 5.7: Cell cycle and apoptosis status analysed by flow cytometry 
Cells were exposed to single or combination of drugs and subjected to analysis after 48 
hours treatment. Three independent determinations were performed. B. Percentage of 
G2/M phase cell in all 10.000 events. C. Percentage of apoptosis cells in all 10.000 
events. Top: topotecan; ETP: etoposide; DOX: doxorubicin. 
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5. 3. Discussion 
Chemoresistance is one of the major hurdles in the success of cancer 
chemotherapy. Tumour cells may accumulate molecular genetic alterations 
and become resistant to anti-cancer drugs. This study was focused on the 
colorectal cancer cell line, H630R10, which has previously been reported to be 
highly resistant to the thymidylate synthase inhibitor, 5-FU[154,308,309]. The 
result from chapter 4 showed that this cell line is also resistant to dFdC. 
Resistance to dFdC has been attributed to the deregulation of several 
molecules including, dCK, RRM1, CNT and ENT which are different from 
those related to 5-FU resistance. It is postulated that the cross resistance 
displayed by H630R10 towards these drugs acting by different mechanisms is 
possibly governed by deregulation of some common molecular pathways. 
Understanding cross-resistance can help discovery of important information 
about the cause of chemoresistance and hence the ways to target 
chemoresistance.  
 
In order to further investigate whether this cell line was also resistant to other 
anti-cancer drugs, MTT assays were carried out after treatment of this cell line 
with a panel of the DNA interactive agents – topotecan, etoposide, doxorubicin 
and CCNU. The IC50 values obtained from these results were higher than 
those of the parental sensitive cell line (Fig. 5.1, Table 5.1). These data 
indicated that H630R10 was a multi-cross resistant to different anti-cancer 
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drugs with different molecular resistant mechanisms. In line with a previous 
study[154], the resistant cell line was found to grow at a much slower rate than 
its parental cell line in vitro. A lower expression of PCNA protein, a component 
of the DNA replication and repair machinery, in H630R10 than in H630WT cell 
line observed through western blot and immunofluorescence results 
supported this conclusion. This observation was further strengthened by a 
reduced expression of another proliferation marker ki-67 in the resistant cell 
line (Fig. 5.2). Topoisomerase IIα is expressed at low levels in quiescent cells. 
Since drugs acting by the mechanism of inhibiting topoisomerase I inhibition 
can specifically target cells with high topoisomerase activity, they were unable 
to target the H630R10 cell line efficiently because of the low proliferation status 
and hence a lower topoisomerase activity. H630R10 cell line was able to 
escape the action of topoisomerase II inhibiting drugs as well.  
 
There have been extensive studies on the anti-apoptotic activity of NF-kB in 
cancer[323,324]. The members of the NF-kB family are known to be key players 
in genetic aberrations like translocation breakpoints and amplifications leading 
to carcinogenesis[65]. NF-kB is maintained in its inactive state in the cytoplasm 
by IkB[325]. The ubiquitin-proteasome system targets the regulatory IkB protein 
through a signal transduction cascade causing its degradation and activation 
of NF-kB. Treatment of cancer with radiotherapy and anti-cancer agents is 
mainly based on induction of apoptosis. The anti-apoptotic property of NF-kB 
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can hamper effective therapy. Hence targeting NF-kB might help tackle this 
problem. Previous study has reported that H630R10 cell line possesses higher 
NF-κB DNA binding activity and NF-kB over-expression may be, at least 
partially, responsible for the resistance to 5-FU in human cancer cells[166]. DS 
has previously been reported to induce apoptosis in 5-FU drug resistant cell 
lines by inhibiting NF-kB[166,314]. DS has been able to reduce the 5-FU induced 
nuclear translocation and hence the DNA-binding and constitutive activity of 
NF-kB in the drug resistant cell lines. Sulfhydryl groups on NF-kB is a 
probable target of DS[166] since DS has the potential to react with sulfhydryl 
groups and hamper the functioning of the enzymes containing them[183]. DS is 
also a 26S proteasome inhibitor[185] and hence might protect IkB from being 
degraded by the ubiquitin-proteasome system. This in turn might help inhibit 
NF-kB activation. The cytotoxicity assay showed a biphasic response of this 
cell line in a dose-dependent manner (Fig. 5.3). Although lower concentrations 
of DS proved to be highly cytotoxic, at a higher concentration of ~ 10 μM DS, 
71.27% of cells managed to survive indicating a poor toxicity of DS at this 
concentration to the resistant cell line. A similar pattern was also observed in 
the sensitive parental cell line although the inhibition of cytotoxicity occurred at 
a concentration of 5μM DS with 32.55% cell survival. Diethyldithiocarbamates 
are known to inhibit NF-kB in a dose-dependent biphasic pattern with high 
concentrations incapable of inhibiting NF-kB[192,326]. Hence DS may inhibit NF-
kB in a dose-dependent manner in the tested parental and sensitive cell lines. 
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These results indicate that at higher concentrations, DS may indeed prove to 
be toxic. It is known that cancer cells possess high amounts of copper in 
vivo[191,327]. It has also been reported previously that DS can complex with 
Cu2+ resulting in inactivation of Cu/Zn superoxide dismutase[179] and hence 
decreased production of reactive oxygen species that can activate NF-kB. In 
order to remove the second peak in the biphasic response pattern observed in 
the cytotoxicity assay, DS was supplemented with CuCl2. CuCl2 was also 
added to mimic the in vivo situation observed in cancer cells. The results were 
positive for the parental and sensitive cell lines with an IC50 value of 0.54 μM 
for the resistant cell line and 0.43 μM for the parental cell line at 0.5 μM CuCl2 
. 
In order to establish whether the cytotoxicity of the anti-cancer drugs tested in 
this study could be enhanced by DS/Cu complex, the H630R10 cell line was 
given a 72-hours treatment with a combination of CuCl2 (0.5 μM), DS (0.3 μM) 
and different anti-cancer drugs. The parental cell line was also given a similar 
treatment but at a DS concentration of 0.2 μM. The data obtained from 
cytotoxicity assay indicates that the IC50 value was lowered by multiple folds 
for each of the anti-cancer drugs when used in combination with CuCl2 and 
DS compare with anti-cancer drug alone (Table 5.2). The morphology of the 
cells was also very different when treated with the anti-cancer drug alone than 
when given the combination treatment with massive amounts of nuclear 
condensation in the latter case (Fig. 5.7).  
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Components of the cell cycle machinery are frequently altered in human 
cancer[62]. Many of the compounds under study as anti-tumour agents act as 
multiple steps in the cell cycle, and their effects may be cytostatic or cytotoxic, 
depending on the cell cycle status of the target cells. An understanding of the 
molecular interaction involved may suggest ways to sensitize cells to the 
effects of these compounds. In particular, combinations of drugs, applied in a 
specific sequence, may be used to maneuver a tumour cell population into a 
state where it is most susceptible to the cytotoxic effects of chemotherapeutic 
agents. In this study, flow cytometry assay was performed to analysis the DNA 
content. Flow cytometry data also showed that a majority of the cells that had 
blocked themselves in different cell cycle phases to protect themselves from 
the action of the anti-cancer drugs had undergone apoptosis after the 
combination treatment (Fig. 5.8 and Tables 5.4). All these data support the 
theory that a combination of CuCl2 and DS when supplemented with 
topotecan, etoposide, doxorubicin or CCNU can greatly enhance the cytotoxic 
effects of these drugs than when these drugs act alone on cancer cells. A 
reduced S-phase traverse observed in the case of each of the anti-cancer 
drug treated H630R10 cell line, as observed from the flow cytometry results, 
probably allows this cell line to protect itself from DNA repair. 
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 Chapter 6  
Chemo- sensitizing effect of triptolide on anti-cancer 
drugs in human cancer cell lines 
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6.1 Introduction 
Interest in exploiting traditional medicines for prevention or treatment of 
cancer is increasing. Tripterygium wilfordii Hook.f, a member of the 
Celastraceae family of plants, has been used in Chinese medicine for 
centuries[328]. Triptolide (PG490), a diterpenoid isolated from the Tripterygium 
wilfordii Hook. f, has been successfully used in clinical treatment of 
rheumatoid arthritis, autoimmune diseases and organ transplant anti-rejection 
for a long time[329-331]. 
 
There is a very close link between inflammation and cancer development[68]. 
Recently there are cumulated evidences indicating that NF-κB is one of the 
major bridges between these two events[332-335]. NF-κB is one of the major 
anti-apoptotic factors induced by chemotherapy and radiotherapy[53]. In most 
normal cells, NF-κB is retained in the cytoplasm as an inactive complex 
through binding to the inhibitor of NF-κB (IκB). However, following various 
stimuli, IκB is phosphorylated by IκB kinase (IKK), polyubiquinated and quickly 
degraded by the 26S proteasome leading to the nuclear translocation of NF-
κB. NF-κB is also activated at the transcriptional level by phosphorylation of 
its subunits[336,337]. Consequently, as a result of defects in the upstream 
signaling pathways that regulate IKK or high levels of inflammatory cytokines 
and hypoxia, many human cancer cells possess high constitutive levels of 
nuclear NF-κB activity. Chemotherapy, radiotherapy and some cytokines can 
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further induce nuclear NF-κB activity in these cells[57,338]. 
 
Many anti-inflammatory drugs also manifest strong anti-cancer activity[339]. As 
an anti-inflammatory medicine, PG490 also demonstrates strong anti-tumour 
activities in a broad range of solid tumours and leukemia[197,340]. PG490 
Induces apoptosis in solid tumour cells and sensitizes tumour cells to TNFα-
induced apoptosis in A549 non-small cell lung cancer (NSCLC), HT1080 
(fibrosarcoma) and MCF7 (breast cancer) cell lines. The molecular anti-cancer 
mechanisms of PG490 have not been fully elucidated. It has been reported 
that PG490 blocks the NF-κB activity induced by TNFα[200]. In this case, 
PG490 also blocks the TNFα-induced activation of NF-κB and inhibits the 
expression of NF-κB downstream anti-apoptotic genes c-IAP1 and c-IAP2 at 
transcriptional level. PG490 also significantly inhibits TNFα, PMA/Ionomycin 
induced NF-κB transcriptional activity in human T cells[204].  Infection of 
dengue virus induces the expression of cycloxygenase-2 (COX-2) and 
enhances the transcriptional activity of NF-κB and AP-1. These effects can be 
inhibited by co-exposure of these cell lines to PG490 at a low 
concentration[341]. PG490 was shown to inhibit induction of cytokine 
expression in T cells[342]. Cytokine expression in T cells depends, at least in 
part, on activation of NF-κB. 
 
This part of the study was aiming to investigate the enhancing effect of PG490 
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PG490 on the cytotoxicity of several conventional anti-cancer drugs to human 
lung, breast and colon cancer cell lines. The potential molecular mechanisms 
were also investigated. 
 
6.2 Results 
6.2.1 In vitro cytotoxicity of PG490 to cancer cell lines 
To investigate the cytotoxic effects of PG490 (see Fig. 6.1A for the structure) 
on colon (H630WT, HCT116WT and RKOWT), lung (A549, H125, WIL) and 
breast (MCF7, MDA-MB-231) cancer cell lines, the cancer cells were exposed 
to increasing concentrations of PG490 for 72 hours and then subjected to 
MTT assay. As shown in Fig 6.1, PG490 demonstrated strong cytotoxicity to 
all tested cell lines at nanomolar concentrations. In comparison with lung 
(A549, H125, and WIL) and breast (MCF7 and MDA-MB-231) cancer cell line, 
the colon cancer cell lines (H630WT, HCT116WT and RKOWT) were more 
sensitive to PG490. The IC50 concentrations of PG490 to different cancer cell 
lines were as follows: H630WT: 1.39 ± 0.35 nM, RKOWT: 2.62 ± 0.68 nM, 
HCT116WT: 5.51 ± 2.07 nM, A549: 7.23 ± 2.49nM, H125：19.87± 3.90 nM, 
WIL: 21.78 ± 1.37 nM, MCF7: 18.51 ± 3.05 nM and MDA-MB-231: 29.10 ± 
0.42 nM.  
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6.2.2 Morphological changes of various cell lines treated with PG490  
Apoptosis is characterized by marked changes in cellular morphology, 
including chromatin condensation, membrane blebbing, nuclear breakdown, 
and the appearance of membrane-associated apoptotic bodies, 
internucleosomal DNA fragmentation. Fig. 6.2 show the morphological 
changes after exposure of cells to different concentrations of PG490 for 24 
hours (H630WT, RKOWT, HCT116WT and A549) and 48 hours (H125). H630WT, 
RKOWT, HCT116WT and A549 showed visible apoptotic morphology appeared 
only under high concentration (≥ 25nM) of PG490 treatment; however, for 
H125 cells visible morphology change have not appeared even treated for 48 
hours. This is consistent with MTT result.  
 
6.2.2 Morphological changes of various cell lines treated with PG490  
Apoptosis is characterized by marked changes in cellular morphology, 
including chromatin condensation, membrane blebbing, nuclear breakdown, 
and the appearance of membrane-associated apoptotic bodies, 
internucleosomal DNA fragmentation. Fig. 6.2 shows the morphological 
changes after exposure of cells to different concentrations of PG490 for 24 
hours (H630WT, RKOWT, HCT116WT and A549) and 48 hours (H125). H630WT, 
Figure 6.1: PG490 inhibits growth of tumour cells 
The cancer cell lines (H630WT, HCT116WT and RKOWT: 5 x 103/well; others: 1 x 
104/well) were cultured in 96-well plates overnight and then treated with different 
concentrations of PG490 (nM) for 72 hours and the cell viability wastermined by an 
MTT assay. 
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RKOWT, HCT116WT and A549 showed visible apoptotic morphology appeared 
only under high concentration (≥ 25nM) of PG490 treatment; however, for 
H125 cells visible morphology change have not appeared even treated for 48 
hours. This is consistent with MTT result.  
 
 
Figure 6.2: The PG490 induced morphological changes in cancer cell lines 
The cells were cultured at a density of 1 x 106/well in 6-well plates overnight and then 
exposed to the indicated concentrations of PG490 (nM) for 24 hours or 48 hours 
(H125).The pictures on the right show that cells become round and shrinking.  
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6.2.3 PG490 induced apoptosis in cancer cell lines 
Cells (1 × 106/flask) were cultured in 25 cm2 flasks overnight and then treated 
with different concentrations of PG490 for 24 or 48 hours. The DNA contents 
were determined by flow cytometric analysis (Fig. 6.3, Fig. 6.4). The apoptotic 
cells were calculated by the percentage of the sub-G1 population. The 
percentages of the apoptotic cells treated with different concentrations of 
PG490 were listed in Table 6.1 and 6.2. In comparison with the untreated 
control cells, the A549, H125 and HCT116WT cancer cells treated with 25 nM 
PG490 manifested significantly higher percentages of apoptotic cells (P < 
0.05). Although the percentages of apoptotic population in H630WT and 
RKOWT cell lines were also increased after 25 nM PG490 treatment but there 
was no statistical significance between the treatment and control groups (P > 
0.05). When the concentration of PG490 increased to 50 nM, the apoptotic 
cell percentages in all cancer cell lines were significantly higher than those in 
the control groups (P < 0.05). 
Table 6.1 The percentage of apoptotic cells induced by PG490 in lung cancer cell 
lines  
 n 0nM 5nM 10nM 25nM 50nM F P 
A549 3 3.53±0.40 3.6±0.3 4.53±0.46 10.9±1.53* 40.27±6.60* 40.860 0.001 
H125 3 0.53±0.06 0.63±0.23 0.6±0.35 9.8±1.37* 11.6±1.31* 58.931 0.001 
The figure is mean ± SD calculated from three experiments. * P < 0.05 (vs. 0, 5 and 10nM) 
Table 6.2  The percentage of apoptotic cells induced by PG490 in colon cancer cell 
lines  
 n 0nM 5 10 25 50 F P 
H630WT 3 1.7±0.26 2.87±0.55 2.83±0.64 3.33±0.45 12.6±1.06* 143.105 <0.001 
RKOWT 3 2.36±0.54 2.57±0.46 2.85±1.84 3.95±0.87 28.25±3.76* 25.571 0.002 
HCT116WT 3 2.37±0.25 3.47±2.40 4.27±3.49 6.53±0.81# 19.10±3.35△ 24.326 0.004 
The figure is mean ± SD calculated from three experiments. * vs. 0, 5, 10 and 25 nM P < 0.05;  
# vs. 0nM P < 0.05; △ vs 0, 5 and 10 nM P < 0.05 
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Figure 6.4: Flow cytometric histogram of colon cancer cell lines treated with PG490 
The cells were cultured at a density of 1 x 106/well in 6-well plates overnight and then 
treated with the indicated concentrations of PG490 (nM) for 24 hours and then subjected 
to flow cytometric analysis of DNA contents. 
Figure 6.3: Flow cytometric histogram of lung cancer cell lines treated with 
PG490 The cancer cell lines were cultured at a density of 1 x 106/well in 6-well plates 
overnight and treated with the indicated concentrations of PG490 (nM) for 24 hours 
(all cell lines apart from H125) or 48 hours (H125). The cells were stained with 
propidium iodide (PI) as described in the text. The DNA contents were determined by 
flow cytometric analysis.  
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6.2.4 The influence of PG490 on the expression status of p21 and p53 
p53 is a transcription factor that participates in cell cycle checkpoint processes 
and apoptosis[343]. Under normal physiological conditions, p53 limits 
proliferation after damage to genomic DNA through two alternative 
mechanisms: by G1 (or G2) arrest; or by apoptosis[344]. It has been reported 
that p53 status affects the efficacy of cancer therapy. For example p53 
mutation dramatically reduce the probability that patients with B cell chronic 
lymphocytic leukaemia will enter remission after chemotherapy[48]. Mutation in 
p53 are also associated with tumour relapse in acute lymphoblastic 
leukaemia[48]. p21 is an important downstream effector in the p53-specific 
growth arrest pathway[345] but not in the p53-dependent apoptotic pathway[346]. 
In mice, tumours with intact checkpoint functions (p21+/+) have been shown to 
re-grow after treatment with -irradiation, whereas a significant fraction of 
checkpoint-deficient tumours (p21-/-) were completely cured[347]. Thus, 
expression of p21 in tumours might be of relevance concerning the possible 
therapeutic effects of agents causing DNA damage.  
 
Since PG490 is cytotoxic to tumour cells the PG490-induced apoptosis may 
also be mediated by p53. Fig. 6.5 showed the expression of p53 and p21 
proteins, before and after exposure to different concentration of PG490 for 24 
hours, in the five cell lines tested. PG490 treatment induced a dose-
dependent increase in p53 level in colon cancer cells H630WT, RKOWT and 
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HCT116WT; whereas in lung cancer A549 and H125 cells p53 protein levels 
were not significantly modified by the treatment (Fig. 6.5 A). In contrast with 
p53, p21 levels were increased by low concentration of PG490 treatment in a 
dose dependent fashion. High concentrations of PG490 (25 and 50 nM) 
inhibited p21 expression in three colon cancer cell lines (Fig. 6.5 B). p21 
expression of A549 and H125 have not been detected after repeat many 
times. 
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Figure 6.5: Effect of PG490 on p53/p21 levels. Subconfluent cells were treated as 
indicated above. After 24 hours, whole cell lysate was harvested followed by western 
blot analysis with a p53 mAb (A). The blot was then stripped and reprobed with a 
p21mAb (B). Tubulin was used as a loading control. 
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6.2.5 The effect of PG490 on the expression of cell cycle-regulating 
proteins  
The cell cycle is controlled by numerous mechanisms ensuring correct cell 
division.  Central players are the Cyclin dependent kinases (CDKs), which 
govern the initiation, progression, and completion of cell cycle events. The 
scheduled activity of the CDKs, which allows orderly transition between cell 
cycle phases, is controlled by their association with Cyclins and CDK 
inhibitors[348]. Different cyclins are required at different phases of cell cycles. 
The CyclinD bind to CDK4 and to CDK6 and CDK-Cyclin D complexes are 
essential for entry in G1[349]. Another G1 cyclin is cyclinE which associates with 
CDK2 to regulate progression from G1 into S phase[350]. 
 
Components of the cell cycle machinery are frequently altered in human 
cancer. As malignant cells evolve, both genetic and epigenetic mechanisms 
commonly affect the expression of cell cycle regulatory proteins, causing 
overexpression of Cyclins and loss of expression of CDK inhibitors. A major 
consequence is deregulated CDK activity, providing cells with a selective 
growth advantage. Amplification or overexpression of Cyclin D1 is important in 
the development of many cancers including parathyroid adenoma, breast, 
prostate and colon cancers, lymphoma and melanoma[351]. CyclinE has been 
found to be amplified, overexpressed or both in some cases of breast and 
colon cancer and in acute lymphoblastic and acute myeloid leukaemisa[352]. 
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Alternation of CDK molecular in cancer has been reported, although with low 
frequency. CDK4 overexpression has been identified in cell lines, melanoma, 
sarcoma and glioma[353]; CDK2 has been reported to be overexpressedin a 
subset of colon adenomas[354]. 
 
PG490 induces cell death and disturb the cell cycles. So the next step of this 
study was to compare the expression level of Cyclin D1, CyclinE and 
associated kinases cdk2, cdk4 between untreated and PG490 treated cells. 
Western blotting result showed that high concentration of PG490 inhibit the 
expression of CyclinD1 in all five tested cell line, and inhibit CyclinE in colon 
cancer cell lines H630WT, RKOWT and HCT116WT, lung cancer H125 whereas 
in lung cancer A549 CyclinE protein levels are not significantly modified by the 
treatment. CyclinE associated kinase CDK2 did not affected by treatment in 
four out of five tested cell lines; CDK2 was induced by high concentration of 
PG490 in lung cancer A549 cells. CDK4 was increased in colon cancer cell 
H630WT, RKOWT, whereas, it was reduced in colon cancer cell HCT116WT and 
lung cancer H125 by the treatment. PG490 did not affect CDK4 expression of 
lung cancer cell A549 (Fig. 6.6). 
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6.2.6 The effect of PG490 on the degradation of IκBα protein 
It has previously been reported that the anti-inflammatory, anti-proliferative, 
and pro-apoptotic properties of PG490 are closely associated with inhibition of 
NF-κB pathway[355]. PG490 Induces apoptosis in solid tumour cells and 
sensitizes tumour cells to TNFα-induced apoptosis on A549 (NSCLC), 
HT1080 (fibrosarcoma) and MCF7 (breast cancer) cell lines by blocking the 
NF-κB activity induced by TNFα[200]. IkBα is degraded by IKK resulting in the 
release of NF-κB dimmers. This is the key procedure for NF-κB activation and 
Figure 6.6: The effect of PG490 on the expression levels of cell cycle-regulating 
proteins The cancer cell lines were exposed to the indicated concentrations of 
PG490 for 24 hours and harvested. The whole protein was extracted and subjected to 
western blotting analysis. Tubulin was used as a loading control. 
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nuclear translocation[18,19]. Hence the effect of PG490 on the IκBα protein 
expression levels was determined using western blotting analysis. Colon 
cancer cell lines H630WT, RKOWT and HCT116WT were exposed to 50 nM 
PG490 for different time lengths. The IκBα protein levels in whole protein 
lysate were determined by western blotting analysis. The result showed that 
IκBα protein levels in H630WT and RKOWT cell lines were decreased after 12 
hours incubation with PG490. In contrast to the other two cell lines, the IκBα 
degradation of HCT116WT cells was induced by PG490 as early as 30 minutes 
(Fig. 6.7).  
 
 
6.2.7 The effect of PG490 on proteasome activity 
The degradation of IκB is highly proteasome-dependent. The result in section 
6.2.6 shows that IκBα protein levels were decreased after incubation with 
Figure 6.7: Effect of PG490 on the degradation of IκBα 
H630WT, HCT116WT, RKOWT cells were treated with 50nM PG490 for different time 
lengths. The IκBα expression levels were determined by western blotting analysis. 
Tubulin was used as a loading control. 
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PG490. Therefore the influence of PG490 on the proteasome activity was 
analyzed in this study. 20S subunit is the core catalytic complex of 26S 
proteasome. The inhibition of PG490 on purified rabbit 20S proteasome was 
tested. DMSO was used as vehicle control. MG132 (provide by manufacturer), 
which is a potent, cell permeable, and selective proteasome inhibitor and 
inhibits NF-κB activation by preventing IκB degradation, was used as positive 
control. Briefly 100 µL of assay buffer, 5 µl of PG490, 5 µl of DMSO, 5 µl of 
MG132 and 4 µl of 1mM suc-LLVY-AMC substrate were added into 96-well 
plate in order, then 4  µl of 20S proteasome was added to each well, 
incubated at 37℃ for 2 hours.  ANOVA analysis showed that compare to 
vehicle control DMSO, PG490 did not inhibit proteasome activity (P > 0.05); 
μM and 10 μM MG132 significantly inhibit proteasome activity(P < 0.05) (Fig. 
6.8, Table 6.3). 
 
Figure 6.8: The in vitro effect of PG490 on proteasmone activity  
The proteasome assay was carried out as described in material and method section. 
MG132 is positive control, and DMSO is vehicle control.  
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Table 6.3 The effect of PG490, DMSO and MG132 on proteasome activity 
 n DMSO PG490 1 µM MG132 10 µM MG132 F Value P Value 
20S Activity 9 61.18±9.20 53.79±12.05* 26.76±1.54 8.00±0.29 201.039 < 0.001 
* vs. 1 µM MG132, 10 µM MG132 P < 0.05 
 
6.2.8 The effect of PG490 on the expression of vascular endothelial 
growth factor in cancer cell lines 
Vascular endothelial growth factor (VEGF) promotes angiogenesis and is 
associated with the invasion and metastasis of malignant tumours[356]. 
VEGF promotes acute myelogenous leukemia (AML) cell growth and survival, 
and may contribute to drug resistance[357]. The effect of PG490 on the 
expression of VEGF in all tested cells lines was investigated. PG490 inhibited 
VEGF expression in H630WT, RKOWT, HCT116WT and A549 cell lines in a dose 
dependent manner. Compare to H630WT, PG490 inhibit VEGF expression of 
RKOWT and HCT116WT to a lesser extent. However, 1.25nM PG490 
significantly inhibited the VEGF expression of H125 cells (Fig.6.9).  
  
207 
 
 
6.2.9 PG490 enhance chemotherapy–induced cell death 
Since PG490 increase the p53 expression and perturb the cell cycle, PG490 
might enhance the cell death induced by other anti-cancer agents. The colon 
cancer cell H630WT, HCT116WT and RKOWT were treated with low nanomolar 
concentrations of PG490 in combination with 5-FU. The lung cancer cells 
A549, H125, WIL were treated with cisplatin (DDP), gemcitabine (Gem) and 
etoposide (ETO) in combination with nanomolar concentrations of PG490. 
The breast cancer cell MCF-7 and MDA-MB-231 were treated with paclitaxel 
(Pac) incombination with nanomolar concentration of PG490. The 
Figure 6.9: The effect of PG490 on VEGF protein expression 
Colon cancer cell line (H630WT, RKOWT HCT116WT) and lung cancer cell line A549 
were treated with different concentrations of PG490 for 24 hours. Lung cancer cell line 
H125 was treated for 48 hours. (1:500) Tubulin was used as a loading control. 
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concentration of PG490 was determined according to the IC30 value of PG490 
to each cell line in section6.1.  
                                                                                                                                               
6.2.9.1 Cytotoxicity of PG490/chemotherapy on colon cancer cell lines 
The MTT assay results showed that cell death induced by 5-FU and in 
combination with PG490 was significantly enhanced (Fig. 6.10). Statistic 
analysis showed that compare to IC50s of 5-FU alone to H630WT, RKOWT and 
HCT116WT, IC50s of 5-FU/PG490 were significantly reduced (Table 6.4). 
 
Table 6.4 IC50 of single and combination with PG490 on colon cancer cells 
 n 5-FU alone 5-FU+PG490 t P 
H630WT 3 22.67 ±5.93 5.27± 1.17 -4.988 0.032 
RKOWT 3 15.14 ±2.47 0.97± 0.25 -9.881 0.001 
HCT116WT 3 15.27± 0.65 1.85± 0.22 -26.784 <0.001 
The concentration of PG490 used for combination was 0.5 nM, 2 nM, 2 nM for H630WT, RKOWT; 
HCT116WT respectively. The figures in the table represent the IC50 values from three replicates ± SD.  
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Figure 6.10: Cytotocicity of 5-FU and 5-FU/PG490 to colon cancer cells 
A density of 5 x 103/well of 96 well plates was treated with 5-FU single and combination 
with PG490, as determined by MTT assay after 72 hours. 
  
210 
6.2.9.2 Cytotoxicity of PG490/chemotherapy on lung cancer cell lines 
The cytotoxicity was tested by MTT assay, the results showed that compare to 
single drugs, in combination of PG490 with DDP, Gem and ETO further inhibit 
the cell growth of A549, H125 and WIL cancer cell lines (Fig. 6.11). Statistic 
analysis showed that compared with the IC50s of single drug treatment, the 
IC50s of the anti-cancer drugs in the PG490/chemotherapy combination to 
A549 and WIL were significantly reduced (Table 6.5). For H125 cell line, IC50s 
of DDP, Gem were significantly reduced by the combination of these two 
drugs with PG490 however, the IC50 of ETO is not reduced significantly (P = 
0.103). 
Table 6.5 IC50 of single and combination with PG490 on lung cancer cells ( X ±S) 
 n DDP alone DDP+PG490 t P Gem alone Gem+PG490 t P 
A549 3 6.19± 0.97 1.38± 0.60 -7.312 0.004 11.15±3.66 2.93± 1.98 -3.423 0.027 
H125 3 21.49±7.78 3.31 ±2.66 -3.828 0.019 16.93±1.97 9.07± 1.38 -5.687 0.005 
WIL 3 48.99±0.87 2.35±1.41 48.717 <0.001 44.8± 2.21 29.15±4.80 -5.130 0.007 
 n ETO alone ETO+PG490 t P 
A549 3 1.50± 0.44 0.21± 0.06 -5.051 0.007 
H125 3 5.87± 0.10 2.91± 1.79 -2.860 0.103 
WIL 3 30.58±8.10 3.03± 0.80 -5.861 0.004 
The concentration of PG490 used for combination was 12.5nM for WIL and H125, 5nM for A549. 
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Figure 6.11: Cytotoxicity of combinations of anti-cancer drugs with PG490 on lung 
cancer cells The lung cancer cell lines at a density of 5x103/well were treated with DDP, 
Gem, ETO single or in combination of DDP, Gem and ETO with PG490. The viability was 
determined by MTT assay after 72 hours. 
 
6.2.9.3 Cytotoxicity of PG490/chemotherapy on breast cancer cell lines 
Breast cancer cells MCF-7 and MDA-MB-231 were treated with Gem, Pac 
alone and combination with PG490 for 72 hours before subjected to MTT 
assay. The results show that PG490 can significantly increase the cytotoxicity 
of Pac to MCF7 and MDA-MB-231(Fig. 6.12, Table 6.6). 
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Figure 6.12: Cytotocicity of combinations of anti-cancer drugs with PG490 on 
breast cancer cells 
Breast cancer cell lines were cultured at a density of 5×103/well in 96-well plates 
overnight and then treated with Pac alone or in combination with PG490. The viability 
was determined by MTT assay after 72 hours. 
 
Table 6.6 IC50 of single and combination with PG490 on lung cancer cells  
 n Pac alone Pac+PG490 t P Gem alone Gem+PG490 
MCF7 3 9.65±1.41 2.75±0.48 8.028 0.001 ≥4000 4.45±0.39 
MDA-MB-231 3 15.89±6.21 9.14±4.39 3.956 0.017 ≥4000 31.05±20.16 
The concentration of PG490 used for combination was 10 nM PG490 for MCF7 and 15 nM for            
MDA-MB-231. The figures in the table represent the IC50 value from three replicates ± SD. 
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6.2.10 Morphological change of cells treated with PG490 and anti-cancer 
drugs 
The morphology change is consistent with MTT result. Compare to single anti-
cancer drugs, combination of PG490 and anti-cancer drugs cause more cell 
shrink and nuclear breakdown (Fig. 6.13).  
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Figure 6.13: Morphological change of cells treated with combinations of anti-
cancer drugs with PG490  
The cancer cell lines were treated with PG490 (25 nm), DDP (15 µM), ETO (2.5 µM) and 
Gem (100 nM) alone or in combination of these drugs with PG490 (25 nM) for 24 hours 
(A549) or 48 hours (H125). The colorectal cancer cell lines (H630WT, RKOWT and 
HCT116WT) were treated with PG490 (25 nM) and 5-FU (25 µM) alone or in combination 
of PG490 (25 nM) and 5-FU (25 µM) for 24 hours. 
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6.2.11 PG490 enhanced anti-cancer drug-induced apoptosis 
To further investigate the synergistic effects of PG490 plus 5-FU, Gem, ETO 
and DDP and determine their effect on the apoptotic status, the cancer cell 
lines were treated with different combinations of PG490 and anti-cancer drugs. 
The apoptotic cell percentages were determined by flow cytometric analysis of 
DNA content.  
 
6.2.11.1: PG490 potentiated the apoptotic effect of 5-FU on colon cancer 
cell lines 
After 24 hours of treatment, 25 µM 5-FU and 25 nM PG490 arrested the cells 
in G1-SPhase (Fig. 6.14). However, when PG490 was combined with 5-FU 
and Gem, the G1 block was, to different extent, disrupted and the apoptosis in 
colon cancer cells H630WT, RKOWT and HCT116WT was significantly increase 
(Fig. 6.14, Fig. 6.15 and Table 6.7). 
 
Table 6.7 PG490 enhanced the apoptotic effect of 5-FU on colon cancer cell lines 
 n -VE PG490 5-FU 5-FU+PG490 F P 
RKOWT 3 2.30±0.31 3.04±1.48 3.25±0.61 15.33±0.40* 535.642 <0.001 
H630WT 3 1.67±0.15 3.27±0.72 1.83±0.35 17.5±1.80* 59.442 0.001 
HCT116WT 3 2.47±0.35 6.53±0.94# 3.54±0.93 14.59±1.26* 103.887 <0.001 
vs. –VE、PG490、5-FU P < 0.05;  # vs. –VE P < 0.05. The figures in the table represent the mean of three 
experiments ± S.D 
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Figure 6.14: Flow cytometric histogram of colon cancer cell lines treated with 
combination of 5-FU with PG490  
Cells were exposed to single drug or in combination of 5-FU with PG490 for 24 hours. 
The DNA contents in the PI stained cells were determined by flow cytometry analysis. 
 
 
Figure 6.15: PG490 enhanced 5-FU induced apoptosis in colon cancer cell lines 
Percentage of apoptotic cells in all three colon cancer cell lines were determined by flow 
cytometry after exposure to different combinations of drugs for 24 hours. The figure 
represents the mean ± SD from 3 independent experiments. 
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6.2.11.2: PG490 /chemotherapy induced apoptosis in lung cancer cells 
Compare to untreated cells, PG490, Gem, DDP and ETO all can increase the 
percentage of apoptosis cells; however, combination of PG490 with these 
drugs greatly enhanced the percentage of apoptosis cells (Fig. 6.16, Fig. 6.17, 
and Table 6.8). Statistic results show that for A549 cell line, PG490, Gem, 
DDP and ETO did not significantly increase apoptosis compared to untreated 
cells. Combinations of PG490 with these drugs significantly increase 
apoptosis (Fig. 6.16, Fig. 6.17, and Table 6.8); for H125 cells, PG490 alone 
significantly increase apoptosis compared to untreated cells, this may due to 
48 hours treatment rather than 24 hours; Gem, DDP and ETO did not 
significantly increased apoptosis. Like A549 cells, combinations of PG490 
with these drugs also significantly increase apoptosis of H125 cells (Fig. 6.16, 
Fig. 6.17, and Table 6.8).  
Figure 6.16: Flow cytometric histogram of lung cancer cell lines treated with 
combination of anti-cancer drugs with PG490 
Cells were incubated with single or combination of PG490 and conventional anti-
cancer drugs for 24 hours. The percentages of apoptotic cells were determined by 
flow cytometric analysis of the PI stained cells. 
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Table 6.8: PG490 enhanced anti-cancer drug induced apoptosis in lung cancer cell 
lines 
 n -VE PG490 DDP DDP+PG490 F P 
A549 3 3.6±0.36 10.73±1.34 4.37±0.49 45.07±9.76*#△ 47.711 0.001 
H125 3 1.11±0.26 10.73±1.08* 3.47±1.35 19.10±2.65*#△ 78.261 <0.001 
*  vs. –VE  P < 0.05 ; # vs. PG490 P < 0.05; △ vs. DDP P < 0.05  
 n -VE PG490 Gem Gem+PG490 F P 
A549 3 3.6±0.36 10.73±1.34 5.50±0.53 26.7±8.02*#△ 19.853 <0.001 
H125 3 1.11±0.26 10.73±1.08* 3.73±1.49 19.07±3.30*#△ 53.951 <0.001 
*  vs. –VE  P < 0.05 ; # vs. PG490 P < 0.05; △ vs. Gem P < 0.05  
 n -VE PG490 ETO ETO+PG490 F P 
A549 3 3.6±0.36 10.73±1.34 5.17±3.87 22.6±2.07*#△ 75.948 0.001 
H125 3 1.11±0.26 10.73±1.08* 6.47±2.51 28.43±6.22*#△ 32.326 <0.001 
*  vs. –VE P < 0.05 ; # vs. PG490 P < 0.05; △ vs. ETO P < 0.05 
 
Figure 6.17: PG490 enhanced apoptosis induced by anti-cancer drugs 
Percentage of apoptotic cells in all three cell lines determined by flow cytometric 
analysis of DNA contents after 24 hours exposure of the cancer cells to drugs in 
different combinations. The figures represent the mean ± SD from 3 independent 
experiments. 
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6.2.12 The effect of PG490 in combination with different anti-cancer 
drugs on the expression of apoptosis related proteins 
PARP catalyzes the poly(ADP-ribosyl)action of a variety of nuclear proteins 
with NAD as substrate. Because it is activated by binding to DNA ends or 
strand breaks, PARP was suggested to contribute to cell death by depleting 
the cell of NAD and ATP[358].  Apoptosis is characterized by cleavage of 
poly(ADP-ribose) polymerase (PARP). Such cleavage essentially 
inactivates the enzyme by destroying its ability to respond to DNA 
strand breaks. Caspase-3, a member of aspartate-specific cysteine proteases 
family that plays a central role in the execution of the apoptotic program, is 
primarily responsible for the cleavage of PARP during cell death[359,360]. The 
above results demonstrated that PG490 strongly enhanced the apoptosis 
induced by conventional anti-cancer drugs. Furthermore the cleavage of 
PARP and the activation of Caspase3 were analyzed in this part of the study. 
The treatment of cells with PG490 in combination with anti-cancer drugs 
resulted in the activation of Caspases-3, PARP cleavage (Fig. 6.18); PG490 
alone resulted in the PARP cleavage to a lower degree (Fig. 6.18). 
 
To determine which of the two apoptotic signaling pathways was essential for 
PG490/anti-cancer drug-induced caspase-dependent cell death, changes in 
the protein levels of some common Bcl-2 family proteins, which are commonly 
activated through the mitochondrial signaling pathway, were examined. The 
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cancer cell lines were subjected to different treatments for 24 hours. As 
shown in Fig. 6.18, compared to untreated cells, PG490/anti-cancer drug 
induced significantly higher expression of pro-apoptotic protein Bax, and a 
significant decrease of Bcl-2, an anti-apoptotic protein, was detected in all 
treated cells. Taken together, the mitochondrial pathway may play a critical 
role in the PG490/anti-cancer drug-induced cell death. 
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Figure 6.18: PG490/anti-cancer drug combination regulated the expression of 
the apoptosis-related proteins 
The cancer cell lines were exposed to anti-cancer drug alone or in combination with 
PG490 for 24 or 48 hours. The concentration of each drug: 5-FU 25 μM, PG490 25 
nM for colon cancer H630WT, RKOWT and HCT116WT cells; PG490 25 nm, DDP 15 
µM, ETO 2.5 µM and Gem 100 nM for A549 and H125 (48 hours). The cancer cell 
lines were treated with PG490 (25 nm), DDP (15 µM), ETO (2.5 µM) and Gem (100 
nM) alone or in combination of these drugs with PG490 (25 nM) for 24 hours (A549) 
or 48 hours (H125). Cells were then harvested for western blotting analysis with 
indicated antibody. Tubulin was used as loading control.  
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6.3 Discussion 
The results in this study revealed that as an anti-inflammatory drug, PG490 
alone was cytotoxic to all tested cells in nanomolar concentrations. Compared 
to lung and breast cancer cell lines, colon cancer cell lines were more 
sensitive to PG490. The IC50s of colon cancer cells to PG490 were much 
lower than breast cancer cell lines MCF-7, MDA-MB-231 and lung cancer cell 
lines H125 and WIL. Even though PG490 was very effective as a single agent 
in killing various cell lines, its benefits would be even greater if it could 
enhance the efficacy of various drugs currently used clinically in treating solid 
tumours. In this study, PG490 at low concentrations demonstrated 
significantly enhancing effect on the cytotoxicity of 5-FU to colon cancer cell 
lines H630WT, RKOWT and HCT116WT. Statistic analysis showed that 
compared with the IC50s of DDP, Gem, ETO alone, the IC50s of above drugs 
in the PG490/chemotherapy combination to lung cancer cells (A549 and WIL) 
were significantly reduced. For lung cancer H125 cell line, IC50s of DDP, Gem 
were significantly reduced by the combination of these two drugs with PG490. 
However, PG490 and ETO in H125 cells did not significantly increase cell 
death over that induced by ETO alone. This may be due to the fact that H125 
cells were relatively resistant to ETO and PG490 at low nanomolar 
concentration did not lower the apoptotic threshold enough to overcome 
cellular resistance to ETO. The results show that PG490 can significantly 
increase the cytotoxicity of Pac to MCF7 and MDA-MB-231 cell lines. 
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Low concentrations of PG490 (5 and 10 nM) did not cause the morphological 
change and apoptosis to all tested cells. The cell lines treated with high 
concentrations of PG490 (25 and 50 nM) demonstrated morphological 
changes that were associated with apoptotic phenotype. In comparison with 
the untreated control cells, the A549, H125 and HCT116WT cancer cells 
treated with 25 nM PG490 manifested significantly higher percentages of 
apoptotic cells (P < 0.05). Although the percentages of apoptotic population in 
H630WT and RKOWT cell lines were also increased after 25 nM PG490 
treatment there was no statistical significance between the treatment and 
control groups (P > 0.05). When the concentration of PG490 increased to 50 
nM, the apoptotic cell percentages in all cancer cell lines were significantly 
higher than those in the control groups (P < 0.05). Compared to PG490 and 
anti-cancer drugs alone, PG490 enhanced other anti-cancer drug-induced 
apoptosis. 
 
PG490/chemotherapy increased levels of caspase 3 and the cleaved form of 
PARP, all of which are markers of apoptosis. Proteins belonging to the Bcl-2 
family were also important for normal apoptosis. Overexpression of Bcl-2 
protein is thought to reduce the apoptotic capacity, while Bax protein seems to 
be necessary for induction of apoptosis. In this study, Bcl-2 and Bax protein 
levels showed an inverse relationship. These two proteins are activated 
through the mitochondrial signaling pathway[361]. The results from this study 
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indicated that the mitochondrial pathway may play a critical role in 
PG490/chemotherapy-induced cell death. 
 
The others have reported that PG490 blocks the TNFα-induced activation of 
NF-κB and inhibits the expression of NF-κB downstream antiapoptotic genes. 
PG490 also significantly inhibits TNFα, PMA/Ionomycin induced NF-κB 
transcriptional activity in human T cells[204]. PG490 inhibits transcription factor 
NF-κB and induces apoptosis of multiple myeloma cells[201]. However PG490 
did not induce the expression of IκBα in this study, this was consistent with 
previous reports that PG490 does not influence the NF-κB translocation and 
DNA binding[200]. Proteasome result also agreed with this finding. PG490 did 
not inhibit the 20s proteasome activity in this study as well.  
 
Different Cyclins are required at different phases of cell cycles. CDK4/6-
CyclinD complexes are essential for entry in G1, CDK2-CyclinE regulate 
progression from G1 into S phase. Components of the cell cycle machinery 
are frequently altered in human cancer. PG490 increased the proportion of 
cells in S phase and reduced the levels of Cyclin D1, which is overexpressed 
in many cancers[351,352]. These results  were in keeping with those of Yang et 
al[340], who has shown that PG490 caused a significant reduction in two pairs 
of cell cycle-promoting protein complexes, cyclin A/CDK2 and cyclin B/cdc2, 
and cyclin D1. PG490 inhibited cyclin E in colon cancer cell lines RKOWT, 
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HCT116WT and lung cancer cell line H125 but did not showed influence in 
lung cancer cell line A549 and colon cancer line H630WT. Cyclin E associated 
kinase CDK2 did not affected by treatment in four out of five tested cell lines. 
CDK2 was induced by high concentration of PG490 in lung cancer cell line 
A549. CDK4 was increased in colon cancer cells H630WT and RKOWT 
whereas it was reduced in colon cancer cell line HCT116WT and lung cancer 
cell line H125 by the treatment. PG490 did not affect CDK4 expression of lung 
cancer cell line A549. The inhibition of the cell cycle and induction of apoptosis 
may be responsible for anti-tumour effects of PG490. 
 
The activity of PG490 was originally reported to be p53-independent[198]. 
However the recent studies show that PG490-induced apoptosis may be at 
least partly mediated through p53 activation in cells with wild-type p53. Chang 
et al. showed that PG490-mediated enhancement of chemotherapy-induced 
apoptosis is accompanied by enhanced translation and accumulation of wild-
type p53 protein in HT1080 (fibrosarcoma) cell lines.[201] Jiang et al.[362] 
demonstrated that p53 expression is up-regulated in AGS (gastric cancer) cell 
lines after PG490 treatment. Suppression of p53 expression by p53 antisense 
oligonucleotides significantly abolishes PG490-induced apoptosis. These 
investigators also found that MKN-28 and SGC-7901 (gastric cancer) cell 
lines with mutant p53 did not show any significant changes in growth or 
apoptotic rates after treatment with PG490. In this study, the protein levels of 
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p53 were significantly increased in all tested colon cancer cells, slightly 
increased in lung cancer cell line A549 but no alteration in lung cancer cell 
line H125. The p53 downstream target gene p21 was seen in conjunction with 
up-regulation of p53 by PG490 in colon cancer cells H630WT, RKOWT. This is 
consistent with the upregulation of these genes that generally accompanies 
p53- mediated growth arrest and/or apoptosis in response to DNA damage. 
Even though PG490 did not effect the p53 expression of H125, it induced the 
p21 expression as well. Taken together, these results suggested that PG490 
may influence multiple signaling pathways some of which involve p53 in cells 
with wild-type p53 to arrest growth or induce apoptosis. 
 
Angiogenesis is defined as the formation of new blood vessels from 
preexisting vasculature. Preclinical studies have shown that angiogenesis is 
essential for tumour growth and metastasis. Therefore, inhibiting tumour 
angiogenesis has become a promising therapeutic approach for cancer 
treatment[363]. VEGF is recognized as a key factor required for growth of 
tumours. And inhibition of VEGF-induced angiogenesis significantly inhibits 
tumour growth in vivo[364,365]. PG490 inhibited VEGF expression dose 
dependently in all five tested cell lines. The inhibitory effect of PG490 on 
VEGF expression may interfere with tumour growth in vivo. This result was 
consistent with the findings of Hu et al, who has shown that PG490 inhibited 
vascular endothelial growth factor expression and secretion in endothelial 
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cells treated by 12-O-tetradecanoylphorbol 13-acetate  dose-dependently[366].  
 
In conclusion, PG490 has very attractive features as an anti-tumour agent with 
regard to its broad spectrum of activity and potency. This study has also 
suggested that PG490 affects a number of pathways within the cell that could 
be responsible for its anti-tumour activity: PG490 can induce apoptosis as 
indicated by cytotoxic assay, and increased levels of caspase 3 and the 
cleaved form of PARP, all of which are markers of apoptosis. These results 
were consistent with other studies on cultured cells[201,362] . Although my study 
demonstrated that PG490 had strong cytotoxicity to cancer cell lines and 
sensitizing several anti-cancer drugs in vitro, more work is still needed to 
elucidate the molecular mechanisms involved in the anti-cancer effect of 
PG490. 
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General Discussion 
Since the first chemotherapy method was developed in the 1940s, as a result 
of studying the effects of mustard gas on the immune system[367], 
chemotherapy have been significantly improved the outcomes of cancer 
treatment in the last three decades, but the clinical success of cancer 
chemotherapy has been severely hindered by the high non-specific toxicity of 
anti-cancer drugs to the vital tissues and organs and the de novo and anti-
cancer drug-induced chemoresistance. Scientists have begun to create anti-
cancer prodrug strategies that attack cancer cells more specifically than 
traditional chemotherapy drugs can. A prodrug is a compound which is not 
originally cytotoxic but can be converted to the active forms in cancer cells by 
some cancer specific enzymes after biotransformation in human body. In 
theory, prodrug can specifically target cancer cell and spare normal tissues 
and improve therapeutic index[159], but its efficacy has severely obstacled by 
the relatively low expression of drug-converting enzymes in most of the 
cancer cells. Since scientists discovered the molecular structure of genes and 
the molecular basis of numerous human diseases, they were fascinated by 
the possibility of treating certain diseases by transfer of foreign DNA into the 
affected cell. Gene-directed enzyme prodrug therapy (GDEPT) was designed 
to solve the lack of prodrug converting enzyme in prodrug based therapy by 
introducing a cDNA encoding drug-activating enzyme under the control of a 
cancer specific promoter into cancer cells where it will produce an active 
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enzyme. The greater selection of GDEPT is due to use tissue- or tumour 
specific promoters so that the transgene is only expressed in tumour cells and 
not in the surrounding tissue. Although in theory GDEPT is magic for cancer 
therapeutic but the clinical application of GDEPT is severely limited by the 
lack of cancer specific promoter with strong transcriptional activity and 
delivery systems[264,265]. In the foreseeing future, there is still lack the potential 
of development of cancer specific delivery system. Therefore improvement of 
transcriptional activity and specificity become one of the major focuses in 
GDEPT study. One of the aims of my project is to develop a promoter system 
with high transcriptional activity and cancer specificity. 
 
Two cancer specific promoter systems, CEA and hTERT, have been 
investigated for application in cancer gene therapy. The CEA protein is absent 
or expressed at very low levels in normal tissues[256] and heterogenously 
overexpressed in more than 90% of primary CRC[258]. GDEPT using CEA 
promoter have lead to high-level selective expression of transgenes in CEA-
positive cell lines[241]. However, the therapeutic efficacy of this strategy is 
limited because of the low transcriptional activity of the CEA promoter in 
majority of cancer tissues especially in the metastatic malignancies[264]. It is 
shown that the CEA promoter is 10-300 times weaker compared to stronger 
but non specific Rous sarcoma virus or cytomegalovirus promoters[265]. 
Consequently there is no sufficient enzyme for conversion of prodrug into anti-
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cancer drug. Another attractive cancer promoter is the telomerase promoter, 
hTERT. It has found that more than 85% of human cancers possess active 
telomerase, regardless of their tissue origins. Whereas normal somatic 
tissues have either much lower or undetectable activity[249]. This is a property 
that can set cancer cells apart from normal cells. A number of studies have 
used telomerase promoters to drive transgene expression for therapeutic 
benefit. However, the telomerase activity in cancer tissues can be varied 
significantly[368]  which becomes the major limitation the application of this 
promoter in the clinic. These have led to the search for more efficient system 
consisting of the promoter and enhancer which are expected to increase the 
expression of therapeutic gene while the CEA or hTERT provide the 
necessary specificity. 
 
By investigation of the signal transduction pathways in cancer cells, numous 
studies demonstrate that in comparison with the normal counterparts, most 
cancer cells possess high NF-κB activity which is generated by the cancer 
cells or the surrounding inflammatory cells[65]. Because NF-κB is a 
transcription factor, these findings make NF-κB DNA binding site a putative 
cancer specific element for cancer gene therapy application.  
 
In this study I used a TP/ 5’-deoxy-5-fluorouradine (5’-DFUR) model to test 
the hypothesis of joint the κB enhancer and CEA or hTERT to improve the 
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transcriptional activity of both promoters and maintain their cancer specificity. 
In this system, the basal CEA promoter or hTERT sequences were placed 
downstream of the 4 or 8 directly linked NF-κB DNA binding sites in tandem 
(κB4, κB8). The system was designed to serve two particular purposes: to 
exploit the high levels of intra-tumoural NF-kB expression and keep the 
relative tumour specificity of the CEA and hTERT promoter.  
 
Five cis-acting elements (FP1 to FP5) were identified in the promoter region 
of CEA gene[252]. It has been reported that the first 3 elements are essential 
for specific CEA transcription[252,269], therefore two CEA promoter regions, 
CEA205 which covered the first 3 elements and CEA421 covering 4 cis-acting 
elements, were examined. Both CEA205 and CEA421 promoters 
demonstrated selective transcriptional activity in all CRC cell lines but not in 
normal endothelial and epithelial cells. This is consistent with previous study, 
which demonstrated that the CEA promoter can be used to improve specificity 
of gene expression in colorectal cancer[241]. In combination with κB4, the 
transcriptional activity of both CEA205 and CEA421 in cancer cell lines was 
significantly enhanced. The κB4 enhancer demonstrated a greater enhancing 
effect on the CEA205 promoter than on the CEA421 promoter. This finding 
indicated that the first 3 elements were essential for specific κB4-CEA 
transcription. Moreover, the transcriptional activity of κB4-CEA205 enhancer-
promoter system was highly comparable to that of the strong SV40 virus 
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promoter in all CRC cell lines. This study then provides direct evidence that 
the κB4-CEA205 enhancer-promoter system possess the selectivity of CEA 
promoter, and significantly higher transcriptional activity than CEA promoter 
alone. Then κB4-CEA205 enhancer-promoter system was chose for 
subsequent experiments.  
 
Capecitabine (Xeloda, CAP) is an orally-administered chemotherapeutic 
agent used in the treatment of metastatic breast and colorectal cancers. It was 
designed as a prodrug of 5’-DFUR and 5-FU. CAP needs to be converted into 
5’-DFUR in liver. Therefore 5-’DFUR, the intermediate metabolite of CAP was 
chosen for this in vitro study. Prodrug 5’-DFUR can be convert to 5-FU by TP. 
However, TP is only detected in 24% to 66%[221] of tumours with 5-FU 
resistant tumours  expressing even lower levels[222]. Consequently, insufficient 
conversion of 5’-DFUR into 5-FU currently is a major limitation for the 
application. Strong promoters such as CMV have been used to increase TP 
and cytidine deaminase (CD) expression in cancer cells[274] and demonstrated 
enhanced cytotoxicity of 5-FC and 5’-DFUR in vitro and in vivo[275-278], 
however these strategies are limited by a lack of specificity. The TP gene 
sequences were placed downstream of κB4-CEA205 enhancer-promoter 
system in order to provide the local expression of TP in tumour cells. High 
levels of TP protein were detected in both pCMV-TP and pκB4-CEA205-TP 
transfected cells. Only very low levels of TP protein were detected in the 
  
234 
pCEA205-TP transfected cells. In line with protein expression levels, the 
pcDNA3-TP and pκB4-CEA205-TP transfected cells also possessed high TP 
enzyme activity. This provide the base for sufficient conversion of 5’-DFUR 
into 5-FU specifically in pκB4-CEA205-TP transfected cancer cells. The κB4-
CEA205-TP transfected cells become more sensitive to anti-cancer drug 5´-
DFUR. In comparison with the control (pcDNA3 transfected), the pκB4-
CEA205-TP transfected RKO and H630 cells were 7.6 and 10 times more 
sensitive to the 5´-DFUR-induced cytotoxicity. The cytotoxicity of 5´-DFUR to 
the pκB4-CEA205-TP and pCMV -TP transfected cell lines was comparable. 
However, pCEA205-TP transfection only slightly increased the cytotoxicity of 
5´-DFUR to the CRC cell lines. All these results indicated that κB4 was a 
strong enhancer for improving the transcriptional activity of CEA promoter. 
 
Low transfection rate is still one of the major barriers for the success of cancer 
GDEPT in the clinic. It has been reported that the small portion of CMV 
promoter-driven TP transfected cells can effectively convert 5´-DFUR into 5-
FU which can be released and perform cytotoxic effect onto the neighbouring 
cells (bystander effect)[275]. The cytotoxicity assay showed that the bystander 
effect of κB4-CEA205 and CMV promoter drive TP transfected cells was 
comparable. When κB4-CEA205-TP transfected RKO or H630 cells 
composed only 5% of the whole cell population, the sensitivity of H630 and 
RKO cell lines to 5´-DFUR was significantly enhanced. If the percentage of 
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the transfected cells was further increased, the IC50s of 5´-DFUR in these 
cells were further reduced but the curves significantly leveled off.  
 
Taken these all together, κB4-CEA205 system increased the transcriptional 
activity of CEA promoter, while keeping the specificity of CEA promoter. pκB-
CEA-TP transfection enhanced 5’-DFUR cytotoxicity to CRC cell lines in vitro. 
This may improve the therapeutic index of chemotherapy for colon cancer by 
specific targeting cancer cells and avoiding normal cells. The κB4-CEA205 
system produces very promising results. Eight cis-acting DNA binding sites 
may further enhance the transcriptional activity of the CEA promoter. As 
expected, κB8-CEA205 did show high transcriptional activity in CRC cell line 
than κB4-CEA205, however the TP protein expression level of κB8-CEA205-
TP transient transfected cells was not increased compare to κB4-CEA205-TP 
transfected ones, and κB8-CEA205-TP transient transfected cells became 
slightly more sensitive to 5´-DFUR. This clearly showed that although κB8 can 
further improve the transcriptional activity of CEA205 promoter, but did not 
increase the TP protein expression and cytotoxicity of 5´-DFUR to cancer cells.  
 
The κB enhancer improved the activity of CEA promoter in CRC cells. It would 
worthwhile to investigate if κB enhancer can also improve the activity of 
telomerase promoter which can be used for all kinds of cancer as most of 
human cancers possess active telomerase. Although the RNA subunit (hTR) 
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of the human telomerase complex is constitutively expressed in both tumour 
and normal somatictissues[279], expression of the catalytic subunit 
(hTERT) correlates with telomerase activity during cellular differentiation and 
neoplastic transformation[369]. It has proven that transcriptional activity 
of hTERT was dependent on the proximal 181 bp region of the promoter, 
which was essential for transactivation in immortalized and cancer cells[294]. 
This promoter region contains E-boxes and GC-boxes, the consensus binding 
sequence for Myc and Sp1, respectively.  Therefore, in this study, the 
hTERTcore region were placed downstream of the 4 and 8 directly linked NF-
κB DNA binding sites in tandem (κB4). The κB4, κB8 enhancer demonstrated 
a significantly greater enhancing effect on the hTERTcore promoter in several 
kinds of cancer, e.g. colon, breast, and lung cancer. Furthermore the TP 
protein expression level of κB8-hTERTcore-TP transfected cells is significantly 
higher than that of κB4-CEA205-TP transfected ones.  
 
The molecular mechanisms of enhancing effect of κB4 on CEA and hTERT 
promoter activity were still not clear. Two Sp1 and Sp1-like DNA binding sites 
are located on the CEA promoter region (FP2 and FP3)[252,292]. The 
hTERTcore promoter region contains E-boxes and GC-boxes, the binding 
sequence for Sp1 as well[294]. A cooperative interaction between NF-κB and 
Sp1 has been demonstrated in human immunodeficiency virus long terminal 
repeat (HIV-1 LTR) promoter region[286,290]. Therefore, investigation of the 
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relationship between κB4 and Sp1 might provide evidence for using κB4 to 
improve the transcriptional activity of other cancer specific promoters.  
 
Apart from non-specific toxicity, the resistance to chemotherapeutic drugs is 
another frustrating event for cancer treatment. Resistance to anti-cancer 
drugs can be either intrinsic (present in the cancer cell before treatment) or 
acquired after treatment. Cancer cells can also develop cross-resistance to 
many other drugs with different moelcular structures and intracellular targets. 
Although numerous factors have been identified, the molecular mechanisms 
for drug resistance are still not fully elucidated. It has been found that an 
elevated basal activity of NF-κB is held responsible for resistance against 
topoisomerase I and II inhibiting drugs[161]. While constitutive activation, which 
has been observed in solid tumours, is seen in the resistant phenotype[162].  
 
NF-κB is correlated with anti-cancer drug resistance and also 5-FU induced 
NF-κB activation[166]. Gemcitabine is another chemotherapy drug which shows 
activity against a wide range of haematological and solid cancers used alone 
or in combination with other anti-cancer agent. Due to its complex metabolism 
of action and multiple cellular targets, the resistant mechanisms of cancer 
cells to gemcitabine are multifactorial[102]. Although extensive research has 
been performed, the molecular mechanisms of gemcitabine resistance are still 
far from fully elucidated. There are overlapping anti-cancer mechanisms and 
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anti-cancer spectrum between gemcitabine and 5-FU[102,298]. Therefore it 
would be interesting to investigate whether gemcitabine resistance is related 
to NF-κB activation as well. Apart from HCT116GEM, all 5-FU and gemcitabine 
resistant cell lines demonstrated higher NF-κB DNA binding activity and 
higher NF-κB transcriptional activity than their sensitive counterpart. The NF-
κB DNA binding activity was induced by gemcitabine in a time-dependant 
manner in sensitive colon cancer cell lines. Furthermore breast cancer cells 
with highly expression of NF-κB subunit p65 and p50 become more resistant 
to gemcitabine than the parent cell line. The results from this study indicated 
that NF-κB was correlated to gemcitabine resistance.  
 
Although there are overlapping anti-cancer mechanisms and anti-cancer 
spectrum between gemcitabine and 5-FU, the cross-resistance of these two 
drugs is not clear. Elucidation of the cross-resistance between these two 
drugs will provide useful information for their clinical application. 5-FU 
resistant colon cancer cell line H630R10 was highly cross-resistant to 
gemcitabine (> 580-fold). The 5-FU resistant breast cancer cell line 
(MCF7FU2.5) showed mild resistance to gemcitabine (~ 3-fold). The down-
regulation of dCK and overexpression of RRM1 protein are the common 
features for gemcitabine resistance cancers[102]. In consistent with the 
literature, the protein expression levels of the dCK protein were almost 
undetectable in gemcitabine resistant colon cancer cell lines and slightly 
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down-regulated in 5-FU resistant colon and breast cancer cell line. However, 
there was no significant difference in RRM1 expression between gemcitabine 
resistant colon cancer cell lines, 5-FU resistant breast cancer cell line and 
relevant sensitive parental cell lines. Interestingly, RRM1 protein was 
expressed at significantly lower level in the 5-FU resistant H630R10 cell line in 
comparison with the sensitive cell line. TS gene amplification and protein 
overexpression are commonly detected in 5-FU resistant cancer cell lines. 
The gemcitabine resistant cell lines were only mildly resistant to 5-FU. TS 
protein was also slightly over-expressed in the gemcitabine resistant colon 
cancer cell lines. 
  
As determined in this study, 5-FU resistant colon cancer cell line H630R10 was 
highly cross-resistant to gemcitabine (> 580-fold). An investigation into the 
cross-resistant of this cell line to other drugs which have different anti-cancer 
mechanisms with Gemcitabine and 5-FU would be worthwhile. In comparison 
with parental cell line H630WT, H630R10 was highly resistant to topotecan, 
etoposide, doxorubicin and lomustine. The protein expression levels of the 
proliferation-related proteins PCNA and ki-67 were down-regulated in 5-FU 
resistant colon and breast cancer cell line. The lower proliferation rate may 
refer the multi-resistant phenomenon to H630R10 cells as all anti-cancer drugs 
mainly target fast dividing cells. 
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The role of NF-κB in the regulation of apoptosis in normal and cancer cells 
has been extensively studied. Constitutive NF-κB activity in B lymphocytes as 
well as in Hodgkin’s disease and breast cancer cells protects these cells 
against apoptosis[370]. It has also been reported that NF-κB protects tumour 
necrosis factor (TNF)-α, chemotherapeutic drugs and ionizing radiation 
induced apoptosis in cancer cells. These observations were explained by the 
up-regulation of antiapoptotic gene expression by NF-κB[370]. These results 
suggest that targeting NF-κB may improve the sensitivity of cancer cells to 
chemotherapy and radiotherapy. Inhibition of NF-κB activation has been 
shown to be a useful strategy for increasing the sensitivity towards cytostatic 
drug treatment in vitro and in vivo[167-170]. In a preclinical study, PS-1,145, a 
NF-κB inhibitor, strongly inhibits the proliferation of cancer cells and  
overcomes drug resistance in multiple myeloma[371]. These promising 
preclinical studies suggest the potential utility of specific NF-κB inhibitors in 
the treatment of multiple myeloma and other malignancies with constitutively 
activated NF-κB pathway. Inhibition of NF-κB pathway is currently being 
pursued to improve cancer therapeutic efficacy. Many natural substances 
have been found to downregulate NF-kB production, including curcumin[163], 
green tea[164] and resveratrol[165]. Wang et al. used Disulfiram (DS) to directly 
downregulate the activity of NF-κB and to improve cytotoxity of 5-FU[166]. 
Cusack et al. used the proteasome inhibitor PS-341 to inhibit degradation of 
IκB enhancing the chemosensitivity of CPT-11[167]. Weiver et al. used 
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constructed adenovirus vector, super-repressor IκBα-SR to block the 
degradation of IκB and enhance chemotherapy response[168]. Moreover, 
various pharmacological substances (e.g. thalidomide, bortezomib, 
sulphasalazine) have already entered clinical studies partially showing 
promising results for certain types of cancer[169,170]. Based on the above facts, 
the second part of this study focused on targeting NF-kB pathway to sensitise 
cancer cell lines to conventional anti-cancer drugs. 
 
DS is a member of the dithiocarbamate family and an aldehyde 
dehydrogenase inhibitor. DS has been used in clinic as an anti-alcoholism 
drug[172] for over 60 years.. DS is also an NF-κB inhibitor[372]. DS directly 
downregulate the activity of NF-κB and to improve cytotoxity of 5-FU[166]. DS-
copper complex can induce apoptotic cell death and inhibits the proteasomal 
activity in cultured breast cancer MDA-MB-231 and MCF10DCIS.com cells[297]. 
This study demonstrated that gemcitabine resistance was at least partially NF-
κB activation-related. DS/Cu complex might be able to reverse the resistance 
of Gemcitabine. The result in this study showed that the cytotoxicity of 
gemcitabine in colon and breast cancer cell lines was highly potentiated and 
the gemcitabine resistance was reversed by combining use of DS/Cu complex 
with gemcitabine. The DS/Cu complex significantly inhibited NF-κB DNA 
binding activity at a very low concentration (~ 1 μM). In contrast, DS alone did 
not inhibit or only inhibited NF-κB activity at relatively high concentration (Fig. 
4.11).  
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Zinc is another metal atom which can be chelated by DS to form complex. The 
effect of DS/Zn complex on the gemcitabine-induced NF-κB activity in two 
colon cancer cell lines was investigated as well. It has previously been 
reported that DS/Zn inhibits NF-κB activity in cancer cell lines and zinc can 
improve the cytotoxicity of DS. The clinical remission has also been achieved 
in one case of stage IV melanoma patient treated with DS and zinc[373]. In this 
study, the DS/Zn complex only demonstrated inhibiting effect on NF-κB 
activity at relatively high concentrations (~ 10 μM). Why  it is  copper may 
explain by the fact that molecular processes of angiogenesis include 
stimulation of endothelial growth by tumour cytokine production (i.e., vascular 
endothelial growth factor) and the requirement of copper(but not other trace 
metals) as an essential cofactor[374,375]. Consistently, while the zinc, iron 
concentrations where significantly lower in cancer patients, the copper 
concentrations were almost always found to be either elevated or significantly 
elevated (up to 2-3 fold) compared to age matched samples from normal 
tissue[376]. The elevated levels of copper are hallmark of range of 
malignancies, thus it provides for treatment approaches applicable to variety 
of malignant conditions. Therefore, there exist an opportunity to exploit these 
differences for the development of potential cancer strategies. 
 
Furthermore it was shown that Cu/DS complex can also reverse the drug 
resistance of colon cancer cell line H630R10 to topotecan, etoposide, 
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doxorubicin and lomustine. These drugs belong to four different groups of 
anti-cancer drugs which have diverse anti-cancer mechanisms. It could be 
concluded that Cu/DS can sensitize the cancer cells to several anti-cancer 
drugs, which has diverse anti-cancer mechanisms, by targeting NF-κB and 
proteasome which is consistent with precious study[167-170,297]. Some 
researcher investigated this effect from different angles. They demonstrated 
that high Cu in the cell can produce highly toxic reactive oxygen species 
(ROS). As a strong chelator, DS can facilitate intracellular Cu uptake and 
trigger production of ROS in cancer cells and induce cancer cell apoptosis. 
Apart from triggering apoptosis, ROS also strongly induces NF-κB activity 
which induces the expression of a wide range of anti-apoptotic factors and 
diminish the apoptotic effect of ROS[319,320].  
 
Triptolide (PG490) is another attractive traditional drug, which extracted from 
the Chinese medicinal herb, Tripterygium wilfordii Hook F (TWHF). Historically, 
the extracts of TWHF have been used for more than two centuries in 
traditional Chinese medicine to treat a variety of autoimmune and 
inflammatory diseases including rheumatoid arthritis[196]. Recently, it was 
reported that PG490 possesse anti-tumour properties and induced apoptosis 
in a broad range of solid tumours and leukemic cells[197-199]. PG490 also block 
NF-κB activity[200,204,341]. This attracts our attention. So I investigated if PG490 
can sentize cancer cells to anti-tumour drugs by targeting NF-κB pathway and 
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the mechanisim behide this. 
  
The results in this study show that triptolide in nanomolar concentrations 
induced significant cell death in all tested colon, lung and breast cells (Fig. 
6.1). However,  PG490 did not induce the expression of IκBα(Fig. 6.7),  this 
was consistent with previous reports that PG490 does not influence the NF-κB 
translocation and DNA binding[200]. Following various stimuli, IκB is degraded 
by the proteasome leading to the nuclear translocation of NF-kB. PG490 did 
not inhibit the 20S proteasome activity in this study (Fig. 6.8) as well this is 
agreed with that PG490 did not affect the expression level of IκBα.  
 
The molecular mechanisms responsible for triptolide’s anti-tumour activity are 
poorly understood. the p53 gene is inactivated in approximately 50% of 
tumours and p53 alteration has also been held responsible for the failure of 
most cancers to respond to radiotherapy and chemotherapy[377,378]. 
Furthermore, wild-type p53 protein level was increased during apoptosis 
induced by DNA-damaging agents[379]. The increased expression of wild-type 
p53 can induce apoptosis in myeloid leukemia and colon cancers[380,381]. 
Since PG490 induce apoptosis of all tested cells, the expression levels of p53 
and p21 which is an important downstream effector in the p53-specific growth 
arrest pathway were also teasted in this study. PG490 induces a dose-
dependent increase in p53 level in colon cancer cells H630WT, RKOWT, and 
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HCT116WT. This indicates that triptolide-induced apoptosis may be mediated 
by p53. In contrast with p53, p21 levels were increased by low concentration 
of PG490 treatment in a dose dependent fashion. High concentrations of 
PG490 (25 and 50 nM) inhibited p21 expression in three colon cancer cell 
lines (Fig. 6.5 B).  
 
Components of the cell cycle machinery are frequently altered in human 
cancer. Malignant cells evolve cause overexpression of Cyclins and loss of 
expression of CDK inhibitors. Amplification or overexpression of Cyclin D1 
CyclinE, CDK4 and CDK2 have been found to be amplified, overexpressed or 
both in some cases of breast and colon cancer and in acute lymphoblastic 
and acute myeloid leukaemisa [351-354].The next step of this study is to test the 
effect of PG490 on the expression of cell cycle-regulating proteins.  Western 
blotting results showed that high concentration of PG490 inhibit the 
expression of CyclinD1 in all five tested cell line, and inhibit CyclinE in colon 
cancer cell lines H630WT, RKOWT and HCT116WT, lung cancer H125 whereas 
in lung cancer A549 CyclinE protein levels are not significantly modified by the 
treatment. CyclinE associated kinase CDK2 did not affected by treatment in 
four out of five tested cell lines; CDK2 was induced by high concentration of 
PG490 in lung cancer A549 cells. CDK4 was increased in colon cancer cell 
H630WT, RKOWT, whereas, it was reduced in colon cancer cell HCT116WT and 
lung cancer H125 by the treatment. PG490 did not affect CDK4 expression of 
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lung cancer cell A549 (Fig. 6.6). 
 
Angiogenesis, the growth of a tumour blood supply, is essential for tumour 
growth, invasion, and metastasis[382]. Therefore, inhibiting tumour 
angiogenesis has become a promising therapeutic approach for cancer 
treatment[363]. Tumours without an additional blood supply do not grow larger 
than 1 to 2 mm3[374]. Molecular processes of angiogenesis include stimulation 
of endothelial growth by tumour cytokine production (i.e., vascular endothelial 
growth factor). PG490 inhibited VEGF expression dose dependently in all five 
tested cell lines (Fig. 6.9). This result was consistent with the findings of Hu et 
al, who has shown that PG490 inhibited vascular endothelial growth factor 
expression and secretion in endothelial cells treated by 12-O-
tetradecanoylphorbol 13-acetate dose-dependently[366].  
 
PG490 was very effective as a single agent in killing various cell lines; its 
benefits are even greater, as it can enhance cell death induced by other 
chemotherapeutic agents at low concentrations. Cell death induced by 5-FU, 
DDP, ETP and Gem in combination with PG490 was significantly enhanced. 
Combination of PG490 with other anti-cancer drugs may affect a number 
of pathways within the cell that could be responsible for its anti-tumour activity. 
First, they increased levels of caspase 3 and the cleaved form of PARP, all of 
which are markers of apoptosis. Second, they increase pro-apoptosis gene 
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Bax and decrease anti-apoptosis gene Bcl2 expression. At present, this 
appears to be the most likely mechanism by which PG490 is able to block 
tumour growth.  
 
In conclusion, PG490 has very attractive features as an anti-tumour agent with 
regard to its broad spectrum of activity and potency.  Potentially, PG490 could 
be developed into a new anti-tumour agent. The cytotoxic activity of PG490 
alone and its ability to cooperate with other cytotoxic agents may represent a 
novel method to enhance cytolysis of solid tumour cells in vivo. 
 
 
.  
 
 
 
 
 
 
 
 
 
 
  
248 
References 
[1] Li, Q. and Verma, I.M. (2002). NF-kappaB regulation in the immune 
system Nat Rev Immunol 2, 725-34. 
[2] Viatour, P., Merville, M.P., Bours, V. and Chariot, A. (2005). 
Phosphorylation of NF-kappaB and IkappaB proteins: implications in 
cancer and inflammation. Trends Biochem Sci 30, 43-52. 
[3] Gilmore, T.D. (2006). Introduction to NF-kappaB: players, pathways, 
perspectives. Oncogene 25, 6680-4. 
[4] Ghobrial, I.M., Witzig, T.E. and Adjei, A.A. (2005). Targeting apoptosis 
pathways in cancer therapy. CA Cancer J Clin 55, 178-94. 
[5] Wang, C.Y., Mayo, M.W., Korneluk, R.G., Goeddel, D.V. and Baldwin, 
A.S., Jr. (1998). NF-kappaB antiapoptosis: induction of TRAF1 and 
TRAF2 and c-IAP1 and c-IAP2 to suppress caspase-8 activation. 
Science 281, 1680-3. 
[6] Wu, M.X., Ao, Z., Prasad, K.V., Wu, R. and Schlossman, S.F. (1998). 
IEX-1L, an apoptosis inhibitor involved in NF-kappaB-mediated cell 
survival. Science 281, 998-1001. 
[7] Wang, W. and Cassidy, J. (2003). Constitutive nuclear factor-kappa B 
mRNA, protein overexpression and enhanced DNA-binding activity in 
thymidylate synthase inhibitor-resistant tumour cells. Br J Cancer 88, 
624-9. 
[8] Momoko, N. (2005). Classical and Alternative NF-kB Activation 
Pathways and Their Roles in Lymphoid Malignancies. 
J.Clin.Exp.Hematopathol 45, 15-24. 
[9] Gilmore, T.D. (1999). The Rel/NF-kappaB signal transduction pathway: 
introduction Oncogene 18, 6842-4. 
[10] Chen, F.E., Ghosh, G. (1999). Regulation of DNA binding by Rel/NF-
kappaB transcription factors: structural views. Oncogene 18, 6845-52. 
[11] Escarcega, R.O., Fuentes-Alexandro, S., Garcia-Carrasco, M., Gatica, 
A. and Zamora, A. (2007). The transcription factor nuclear factor-kappa 
B and cancer. Clin Oncol (R Coll Radiol) 19, 154-61. 
[12] Gongxian, L., Shaocong, S. (2003). Regulation of NF-B2/p100 
processing by its nuclear shuttling. Oncogene 22, 4868-4874. 
[13] Karin, M., Cao, Y., Greten, F.R. and Li, Z.W. (2002). NF-kappaB in 
cancer: from innocent bystander to major culprit. Nat Rev Cancer 2, 
301-10. 
[14] Fujita, T., Nolan, G.P., Liou, H.C., Scott, M.L. and Baltimore, D. (1993). 
The candidate proto-oncogene bcl-3 encodes a transcriptional 
coactivator that activates through NF-kappa B p50 homodimers. Genes 
Dev 7, 1354-63. 
[15] Barkett, M. and Gilmore, T.D. (1999). Control of apoptosis by Rel/NF-
kappaB transcription factors. Oncogene 18, 6910-24. 
[16] Nelson, D.E. et al. (2004). Oscillations in NF-kappaB signaling control 
  
249 
the dynamics of gene expression. Science 306, 704-8. 
[17] Simos, S., Deborah, S., Guoying, C., Wayne, A., hendrickson. and 
Dimitris, T. (1999). Mechanisms by which IκB proteins control NF-κB 
activity. Proc Natl Acad Sci U S A 96, 49-54. 
[18] Karin, M. and Ben-Neriah, Y. (2000). Phosphorylation meets 
ubiquitination: the control of NF-[kappa]B activity. Annu Rev Immunol 
18, 621-63. 
[19] Scherer, D.C., Brockman, J.A., Chen, Z., Maniatis, T. and Ballard, D.W. 
(1995). Signal-induced degradation of I kappa B alpha requires site-
specific ubiquitination. Proc Natl Acad Sci U S A 92, 11259-63. 
[20] Inoue, J., Kerr, L.D., Kakizuka, A. and Verma, I.M. (1992). I kappa B 
gamma, a 70 kd protein identical to the C-terminal half of p110 NF-
kappa B: a new member of the I kappa B family. Cell 68, 1109-20. 
[21] Basak, S. et al. (2007). A fourth IkappaB protein within the NF-kappaB 
signaling module. Cell 128, 369-81. 
[22] Simeonidis, S., Liang, S., Chen, G. and Thanos, D. (1997). Cloning and 
functional characterization of mouse IkappaBepsilon. Proc Natl Acad 
Sci U S A 94, 14372-7. 
[23] Suyang, H., Phillips, R., Douglas, I. and Ghosh, S. (1996). Role of 
unphosphorylated, newly synthesized I kappa B beta in persistent 
activation of NF-kappa B. Mol Cell Biol 16, 5444-9. 
[24] Tran, K., Merika, M. and Thanos, D. (1997). Distinct functional 
properties of IkappaB alpha and IkappaB beta. Mol Cell Biol 17, 5386-
99. 
[25] Campbell, K.J. and Perkins, N.D. (2006). Regulation of NF-kappaB 
function. Biochem Soc Symp, 165-80. 
[26] Karin, M. (2006). NF-kappaB and cancer: mechanisms and targets. Mol 
Carcinog 45, 355-61. 
[27] Arenzana-Seisdedos, F., Thompson, J., Rodriguez, M.S., Bachelerie, F., 
Thomas, D. and Hay, R.T. (1995). Inducible nuclear expression of 
newly synthesized I kappa B alpha negatively regulates DNA-binding 
and transcriptional activities of NF-kappa B. Mol Cell Biol 15, 2689-96. 
[28] Sun, S.C., Ganchi, P.A., Ballard, D.W. and Greene, W.C. (1993). NF-
kappa B controls expression of inhibitor I kappa B alpha: evidence for 
an inducible autoregulatory pathway. Science 259, 1912-5. 
[29] Pando, M.P. and Verma, I.M. (2000). Signal-dependent and -
independent degradation of free and NF-kappa B-bound IkappaBalpha. 
J Biol Chem 275, 21278-86. 
[30] Hertlein, E., Wang, J., Ladner, K.J., Bakkar, N. and Guttridge, D.C. 
(2005). RelA/p65 regulation of IkappaBbeta. Mol Cell Biol 25, 4956-68. 
[31] Li, Z.W., Chu, W., Hu, Y., Delhase, M., Deerinck, T., Ellisman, M., 
Johnson, R. and Karin, M. (1999). The IKKbeta subunit of IkappaB 
kinase (IKK) is essential for nuclear factor kappaB activation and 
  
250 
prevention of apoptosis. J Exp Med 189, 1839-45. 
[32] Karin, M. and Delhase, M. (2000). The I kappa B kinase (IKK) and NF-
kappa B: key elements of proinflammatory signalling. Semin Immunol 
12, 85-98. 
[33] Davis, R.E., Brown, K.D., Siebenlist, U. and Staudt, L.M. (2001). 
Constitutive nuclear factor kappaB activity is required for survival of 
activated B cell-like diffuse large B cell lymphoma cells. J Exp Med 194, 
1861-74. 
[34] Ravi, R. and Bedi, A. (2004). NF-kappaB in cancer--a friend turned foe. 
Drug Resist Updat 7, 53-67. 
[35] Bonizzi, G. and Karin, M. (2004). The two NF-kappaB activation 
pathways and their role in innate and adaptive immunity. Trends 
Immunol 25, 280-8. 
[36] Bonizzi, G.K., M. (2004). The two NF-kappaB activation pathways and 
their role in innate and adaptive immunity. . Trends Immunol 25, 280-
288. 
[37] Kato, T., Jr., Delhase, M., Hoffmann, A. and Karin, M. (2003). CK2 Is a 
C-Terminal IkappaB Kinase Responsible for NF-kappaB Activation 
during the UV Response. Mol Cell 12, 829-39. 
[38] Beg, A.A., Sha, W.C., Bronson, R.T., Ghosh, S. and Baltimore, D. 
(1995). Embryonic lethality and liver degeneration in mice lacking the 
RelA component of NF-kappa B. Nature 376, 167-70. 
[39] Kumar, A., Takada, Y., Boriek, A.M. and Aggarwal, B.B. (2004). Nuclear 
factor-kappaB: its role in health and disease. J Mol Med 82, 434-48. 
[40] Tripathi, P., Aggarwal, A. (2006). NF-kB transcription factor: a key 
player in the generation of immune response. Current Science 90, 519-
531. 
[41] Tak, P.P. and Firestein, G.S. (2001). NF-kappaB: a key role in 
inflammatory diseases. J Clin Invest 107, 7-11. 
[42] Franzoso, G. et al. (1997). Requirement for NF-kappaB in osteoclast 
and B-cell development. Genes Dev 11, 3482-96. 
[43] Lowe, S.W. and Lin, A.W. (2000). Apoptosis in cancer. Carcinogenesis 
21, 485-95. 
[44] Wajant, H. (2002). The Fas signaling pathway: more than a paradigm. 
Science 296, 1635-6. 
[45] Ashkenazi, A. (2002). Targeting death and decoy receptors of the 
tumour-necrosis factor superfamily. Nat Rev Cancer 2, 420-30. 
[46] Tsujimoto, Y. (1998). Role of Bcl-2 family proteins in apoptosis: 
apoptosomes or mitochondria? Genes Cells 3, 697-707. 
[47] Wallace-Brodeur, R.R. and Lowe, S.W. (1999). Clinical implications of 
p53 mutations. Cell Mol Life Sci 55, 64-75. 
[48] Lowe, S.W., Bodis, S., McClatchey, A., Remington, L., Ruley, H.E., 
Fisher, D.E., Housman, D.E. and Jacks, T. (1994). p53 status and the 
  
251 
efficacy of cancer therapy in vivo. Science 266, 807-10. 
[49] Igney, F.H. and Krammer, P.H. (2002). Death and anti-death: tumour 
resistance to apoptosis. Nat Rev Cancer 2, 277-88. 
[50] Crow, M.T., Mani, K., Nam, Y.J. and Kitsis, R.N. (2004). The 
mitochondrial death pathway and cardiac myocyte apoptosis. Circ Res 
95, 957-70. 
[51] Ashkenazi, A. and Dixit, V.M. (1998). Death receptors: signaling and 
modulation. Science 281, 1305-8. 
[52] Baldwin, A.S., Jr. (2001). Series introduction: the transcription factor 
NF-kappaB and human disease. J Clin Invest 107, 3-6. 
[53] Yamamoto, Y. and Gaynor, R.B. (2001). Therapeutic potential of 
inhibition of the NF-kappaB pathway in the treatment of inflammation 
and cancer. J Clin Invest 107, 135-42. 
[54] Wang, C.Y., Guttridge, D.C., Mayo, M.W. and Baldwin, A.S., Jr. (1999). 
NF-kappaB induces expression of the Bcl-2 homologue A1/Bfl-1 to 
preferentially suppress chemotherapy-induced apoptosis. Mol Cell Biol 
19, 5923-9. 
[55] Beg, A.A. and Baltimore, D. (1996). An essential role for NF-kappaB in 
preventing TNF-alpha-induced cell death. Science 274, 782-4. 
[56] Van Antwerp, D.J., Martin, S.J., Kafri, T., Green, D.R. and Verma, I.M. 
(1996). Suppression of TNF-alpha-induced apoptosis by NF-kappaB. 
Science 274, 787-9. 
[57] Wang, C.Y., Mayo, M.W. and Baldwin, A.S., Jr. (1996). TNF- and 
cancer therapy-induced apoptosis: potentiation by inhibition of NF-
kappaB. Science 274, 784-7. 
[58] Iimuro, Y., Nishiura, T., Hellerbrand, C., Behrns, K.E., Schoonhoven, R., 
Grisham, J.W. and Brenner, D.A. (1998). NFkappaB prevents apoptosis 
and liver dysfunction during liver regeneration. J Clin Invest 101, 802-
11. 
[59] Li, Q., Van Antwerp, D., Mercurio, F., Lee, K.F. and Verma, I.M. (1999). 
Severe liver degeneration in mice lacking the IkappaB kinase 2 gene. 
Science 284, 321-5. 
[60] Kuhnel, F., Zender, L., Paul, Y., Tietze, M.K., Trautwein, C., Manns, M. 
and Kubicka, S. (2000). NFkappaB mediates apoptosis through 
transcriptional activation of Fas (CD95) in adenoviral hepatitis. J Biol 
Chem 275, 6421-7. 
[61] Webster, G.A. and Perkins, N.D. (1999). Transcriptional cross talk 
between NF-kappaB and p53. Mol Cell Biol 19, 3485-95. 
[62] Shapiro, G.I. and Harper, J.W. (1999). Anticancer drug targets: cell 
cycle and checkpoint control. J Clin Invest 104, 1645-53. 
[63] Denis C. Guttridge, C.A., Julie Y. Reuther, Richard G. Pestell, and 
Albert S. Baldwin, Jr. (1999). NF-κB Controls Cell Growth and 
Differentiation through Transcriptional Regulation of Cyclin D1. Mol Cell 
  
252 
Biol 19, 5785-5799. 
[64] Hinz, M., Krappmann, D., Eichten, A., Heder, A., Scheidereit, C. and 
Strauss, M. (1999). NF-kappaB function in growth control: regulation of 
cyclin D1 expression and G0/G1-to-S-phase transition. Mol Cell Biol 19, 
2690-8. 
[65] Rayet, B. and Gelinas, C. (1999). Aberrant rel/nfkb genes and activity 
in human cancer. Oncogene 18, 6938-47. 
[66] Virchow, R. (1858). Reizung und Reizbarkeit. Arch Pathol Anat Physiol 
Klin Med 14, 1-63. 
[67] Virchow, R. (1863). Aetiologie der neoplastischen 
Geschwulste/Pathogenie der neoplastischen Geschwulste. InDie 
Krankhaften Geschwulste H. von August (ed.). Berlin, Verlag,, 57 - 101. 
[68] Coussens, L.M. and Werb, Z. (2002). Inflammation and cancer. Nature 
420, 860-7. 
[69] Shacter, E. and Weitzman, S.A. (2002). Chronic inflammation and 
cancer. Oncology (Williston Park) 16, 217-26, 229; discussion 230-2. 
[70] Galaris, D. and Evangelou, A. (2002). The role of oxidative stress in 
mechanisms of metal-induced carcinogenesis. Crit Rev Oncol Hematol 
42, 93-103. 
[71] Guttridge, D.C., Albanese, C., Reuther, J.Y., Pestell, R.G. and Baldwin, 
A.S., Jr. (1999). NF-kappaB controls cell growth and differentiation 
through transcriptional regulation of cyclin D1. Mol Cell Biol 19, 5785-
99. 
[72] Biswas, D.K., Martin, K.J., McAlister, C., Cruz, A.P., Graner, E., Dai, 
S.C. and Pardee, A.B. (2003). Apoptosis caused by chemotherapeutic 
inhibition of nuclear factor-kappaB activation. Cancer Res 63, 290-5. 
[73] Mayo, M.W., Norris, J.L. and Baldwin, A.S. (2001). Ras regulation of 
NF-kappa B and apoptosis. Methods Enzymol 333, 73-87. 
[74] Fox, C.J., Hammerman, P.S., Cinalli, R.M., Master, S.R., Chodosh, L.A. 
and Thompson, C.B. (2003). The serine/threonine kinase Pim-2 is a 
transcriptionally regulated apoptotic inhibitor. Genes Dev 17, 1841-54. 
[75] Zhou, B.P., Hu, M.C., Miller, S.A., Yu, Z., Xia, W., Lin, S.Y. and Hung, 
M.C. (2000). HER-2/neu blocks tumor necrosis factor-induced 
apoptosis via the Akt/NF-kappaB pathway. J Biol Chem 275, 8027-31. 
[76] Ryan, K.M., Ernst, M.K., Rice, N.R. and Vousden, K.H. (2000). Role of 
NF-kappaB in p53-mediated programmed cell death. Nature 404, 892-
7. 
[77] Radhakrishnan, S.K. and Kamalakaran, S. (2006). Pro-apoptotic role of 
NF-kappaB: implications for cancer therapy. Biochim Biophys Acta 
1766, 53-62. 
[78] Ghosh, S., May, M.J. and Kopp, E.B. (1998). NF-kappa B and Rel 
proteins: evolutionarily conserved mediators of immune responses. 
Annu Rev Immunol 16, 225-60. 
  
253 
[79] Pahl, H.L. (1999). Activators and target genes of Rel/NF-B transcription 
factors. Oncogene 18, 6853-6866. 
[80] Alcami, J. et al. (1995). Absolute dependence on kappa B responsive 
elements for initiation and Tat-mediated amplification of HIV 
transcription in blood CD4 T lymphocytes. Embo J 14, 1552-60. 
[81] Hiscott, J., Kwon, H. and Genin, P. (2001). Hostile takeovers: viral 
appropriation of the NF-kappaB pathway. J Clin Invest 107, 143-51. 
[82] Jemal, A., Siegel, R., Ward, E., Murray, T., Xu, J. and Thun, M.J. (2007). 
Cancer statistics, 2007. CA Cancer J Clin 57, 43-66. 
[83] Weir, H.K. et al. (2003). Annual report to the nation on the status of 
cancer, 1975-2000, featuring the uses of surveillance data for cancer 
prevention and control. J Natl Cancer Inst 95, 1276-99. 
[84] Kyriakos, M. (1985). The President's cancer, the Dukes classification, 
and confusion. Arch Pathol Lab Med 109, 1063-6. 
[85] Greene, F.L. and Sobin, L.H. (2008). The staging of cancer: a 
retrospective and prospective appraisal. CA Cancer J Clin 58, 180-90. 
[86] Feng, Y. and Sun, T. (1998). Short-term effects of chemotherapy-
surgery-chemotherapy regimen on clinically inoperable advanced 
ovarian cancer. Chin Med J (Engl) 111, 722-5. 
[87] Hoffman, P.C., Haraf, D.J., Ferguson, M.K., Drinkard, L.C. and Vokes, 
E.E. (1998). Induction chemotherapy, surgery, and concomitant 
chemoradiotherapy for carcinoma of the esophagus: a long-term 
analysis. Ann Oncol 9, 647-51. 
[88] Burdett, S., Stewart, L.A. and Rydzewska, L. (2006). A systematic 
review and meta-analysis of the literature: chemotherapy and surgery 
versus surgery alone in non-small cell lung cancer. J Thorac Oncol 1, 
611-21. 
[89] Raina, K. and Agarwal, R. (2007). Combinatorial strategies for cancer 
eradication by silibinin and cytotoxic agents: efficacy and mechanisms. 
Acta Pharmacol Sin 28, 1466-75. 
[90] Pinedo, H.M. and Peters, G.F. (1988). Fluorouracil: biochemistry and 
pharmacology. J Clin Oncol 6, 1653-64. 
[91] Malet-Martino, M., Jolimaitre, P. and Martino, R. (2002). The prodrugs 
of 5-fluorouracil. Curr Med Chem Anticancer Agents 2, 267-310. 
[92] Grivicich, I., Mans, D.R., Peters, G.J. and Schwartsmann, G. (2001). 
Irinotecan and oxaliplatin: an overview of the novel chemotherapeutic 
options for the treatment of advanced colorectal cancer. Braz J Med 
Biol Res 34, 1087-103. 
[93] Touroutoglou, N. and Pazdur, R. (1996). Thymidylate synthase 
inhibitors. Clin Cancer Res 2, 227-43. 
[94] Li, M.H., Ito, D., Sanada, M., Odani, T., Hatori, M., Iwase, M. and 
Nagumo, M. (2004). Effect of 5-fluorouracil on G1 phase cell cycle 
regulation in oral cancer cell lines. Oral Oncol 40, 63-70. 
  
254 
[95] Hertel, L.W., Kroin, J.S., Misner, J.W. and Tustin, J.M. (1988). 
Synthesis of 2-deoxy-2,2-difluoro-D-ribose and 2-deoxy-2,2'-difluoro-D-
ribofuranosyl nucleosides. J. Org. Chem. 53, 2406-2409. 
[96] Bergman, A.M. et al. (2005). In vivo induction of resistance to 
gemcitabine results in increased expression of ribonucleotide 
reductase subunit M1 as the major determinant. Cancer Res 65, 9510-
6. 
[97] Burris, H.A., 3rd et al. (1997). Improvements in survival and clinical 
benefit with gemcitabine as first-line therapy for patients with advanced 
pancreas cancer: a randomized trial. J Clin Oncol 15, 2403-13. 
[98] Sandler, A.B. et al. (2000). Phase III trial of gemcitabine plus cisplatin 
versus cisplatin alone in patients with locally advanced or metastatic 
non-small-cell lung cancer. J Clin Oncol 18, 122-30. 
[99] von der Maase, H. et al. (2000). Gemcitabine and cisplatin versus 
methotrexate, vinblastine, doxorubicin, and cisplatin in advanced or 
metastatic bladder cancer: results of a large, randomized, multinational, 
multicenter, phase III study. J Clin Oncol 18, 3068-77. 
[100] Morandi, P. (2006). Biological agents and gemcitabine in the treatment 
of breast cancer. Ann Oncol 17, v177-180. 
[101] Heinemann, V., Hertel, L.W., Grindey, G.B. and Plunkett, W. (1988). 
Comparison of the cellular pharmacokinetics and toxicity of 2',2'-
difluorodeoxycytidine and 1-beta-D-arabinofuranosylcytosine. Cancer 
Res 48, 4024-31. 
[102] Bergman, A.M., Pinedo, H.M. and Peters, G.J. (2002). Determinants of 
resistance to 2',2'-difluorodeoxycytidine (gemcitabine). Drug Resist 
Updat 5, 19-33. 
[103] Wang, L., Munch-Petersen, B., Herrstrom Sjoberg, A., Hellman, U., 
Bergman, T., Jornvall, H. and Eriksson, S. (1999). Human thymidine 
kinase 2: molecular cloning and characterisation of the enzyme activity 
with antiviral and cytostatic nucleoside substrates. FEBS Lett 443, 170-
4. 
[104] Shi, Z., Azuma, A., Sampath, D., Li, Y.X., Huang, P. and Plunkett, W. 
(2001). S-Phase arrest by nucleoside analogues and abrogation of 
survival without cell cycle progression by 7-hydroxystaurosporine. 
Cancer Res 61, 1065-72. 
[105] Rockwell, S. and Grindey, G.B. (1992). Effect of 2',2'-
difluorodeoxycytidine on the viability and radiosensitivity of EMT6 cells 
in vitro. Oncol Res 4, 151-5. 
[106] Plunkett, W., Huang, P., Searcy, C.E. and Gandhi, V. (1996). 
Gemcitabine: preclinical pharmacology and mechanisms of action. 
Semin Oncol 23, 3-15. 
[107] Gandhi, V., Legha, J., Chen, F., Hertel, L.W. and Plunkett, W. (1996). 
Excision of 2',2'-difluorodeoxycytidine (gemcitabine) monophosphate 
  
255 
residues from DNA. Cancer Res 56, 4453-9. 
[108] Ruiz van Haperen, V.W., Veerman, G., Vermorken, J.B. and Peters, G.J. 
(1993). 2',2'-Difluoro-deoxycytidine (gemcitabine) incorporation into 
RNA and DNA of tumour cell lines. Biochem Pharmacol 46, 762-6. 
[109] Heinemann, V., Xu, Y.Z., Chubb, S., Sen, A., Hertel, L.W., Grindey, G.B. 
and Plunkett, W. (1992). Cellular elimination of 2',2'-
difluorodeoxycytidine 5'-triphosphate: a mechanism of self-potentiation. 
Cancer Res 52, 533-9. 
[110] Pauwels, B. et al. (2005). Unraveling the mechanism of 
radiosensitization by gemcitabine: the role of TP53. Radiat Res 164, 
642-50. 
[111] Drlica, K. and Franco, R.J. (1988). Inhibitors of DNA topoisomerases. 
Biochemistry 27, 2253-9. 
[112] Hsiang, Y.H., Lihou, M.G. and Liu, L.F. (1989). Arrest of replication forks 
by drug-stabilized topoisomerase I-DNA cleavable complexes as a 
mechanism of cell killing by camptothecin. Cancer Res 49, 5077-82. 
[113] Brahmer, J.R. and Ettinger, D.S. (1998). The Role of Topotecan in the 
Treatment of Small Cell Lung Cancer. Oncologist 3, 11-14. 
[114] Bailly, C. (2000). Topoisomerase I poisons and suppressors as 
anticancer drugs. Curr Med Chem 7, 39-58. 
[115] Zunino, F., Dallavalleb, S., Laccabuea, D., Berettaa, G., Merlinib, L. and 
Pratesi, G. (2002). Current status and perspectives in the development 
of camptothecins. Curr Pharm Des 8, 2505-20. 
[116] Zhang, X., Zhu, H. and Xu, J. (1995). [Clinical trial of oral etoposide in 
the treatment of malignancies]. Zhonghua Zhong Liu Za Zhi 17, 454-7. 
[117] Chiu, C.C., Lin, C.H. and Fang, K. (2005). Etoposide (VP-16) 
sensitizes p53-deficient human non-small cell lung cancer cells to 
caspase-7-mediated apoptosis. Apoptosis 10, 643-50. 
[118] Ogiso, Y., Tomida, A., Lei, S., Omura, S. and Tsuruo, T. (2000). 
Proteasome inhibition circumvents solid tumor resistance to 
topoisomerase II-directed drugs. Cancer Res 60, 2429-34. 
[119] Minotti, G., Menna, P., Salvatorelli, E., Cairo, G. and Gianni, L. (2004). 
Anthracyclines: molecular advances and pharmacologic developments 
in antitumor activity and cardiotoxicity. Pharmacol Rev 56, 185-229. 
[120] Smith, L., Watson, M.B., O'Kane, S.L., Drew, P.J., Lind, M.J. and 
Cawkwell, L. (2006). The analysis of doxorubicin resistance in human 
breast cancer cells using antibody microarrays. Mol Cancer Ther 5, 
2115-20. 
[121] Adams, J. (2003). The proteasome: structure, function, and role in the 
cell. Cancer Treat Rev 29 Suppl 1, 3-9. 
[122] Cusack, J.C. (2003). Rationale for the treatment of solid tumors with 
the proteasome inhibitor bortezomib. Cancer Treat Rev 29 Suppl 1, 21-
31. 
  
256 
[123] Kiyomiya, K., Matsuo, S. and Kurebe, M. (2001). Mechanism of specific 
nuclear transport of adriamycin: the mode of nuclear translocation of 
adriamycin-proteasome complex. Cancer Res 61, 2467-71. 
[124] Figueiredo-Pereira, M.E., Chen, W.E., Li, J. and Johdo, O. (1996). The 
antitumor drug aclacinomycin A, which inhibits the degradation of 
ubiquitinated proteins, shows selectivity for the chymotrypsin-like 
activity of the bovine pituitary 20 S proteasome. J Biol Chem 271, 
16455-9. 
[125] Frei, E., 3rd, Cucchi, C.A., Rosowsky, A., Tantravahi, R., Bernal, S., 
Ervin, T.J., Ruprecht, R.M. and Haseltine, W.A. (1985). Alkylating agent 
resistance: in vitro studies with human cell lines. Proc Natl Acad Sci U 
S A 82, 2158-62. 
[126] Tsujimura, S., Saito, K., Nawata, M., Nakayamada, S. and Tanaka, Y. 
(2008). Overcoming drug resistance induced by P-glycoprotein on 
lymphocytes in patients with refractory rheumatoid arthritis. Ann Rheum 
Dis 67, 380-8. 
[127] O'Driscoll, L. and Clynes, M. (2006). Molecular markers of multiple 
drug resistance in breast cancer. Chemotherapy 52, 125-9. 
[128] Hemenway, C.S. and Heitman, J. (1996). Immunosuppressant target 
protein FKBP12 is required for P-glycoprotein function in yeast. J Biol 
Chem 271, 18527-34. 
[129] Chen, Y.N., Mickley, L.A., Schwartz, A.M., Acton, E.M., Hwang, J.L. and 
Fojo, A.T. (1990). Characterization of adriamycin-resistant human 
breast cancer cells which display overexpression of a novel resistance-
related membrane protein. J Biol Chem 265, 10073-80. 
[130] Ambudkar, S.V., Dey, S., Hrycyna, C.A., Ramachandra, M., Pastan, I. 
and Gottesman, M.M. (1999). Biochemical, cellular, and 
pharmacological aspects of the multidrug transporter. Annu Rev 
Pharmacol Toxicol 39, 361-98. 
[131] Ruth, A., Stein, W.D., Rose, E. and Roninson, I.B. (2001). Coordinate 
changes in drug resistance and drug-induced conformational 
transitions in altered-function mutants of the multidrug transporter P-
glycoprotein. Biochemistry 40, 4332-9. 
[132] Maliepaard, M., van Gastelen, M.A., de Jong, L.A., Pluim, D., van 
Waardenburg, R.C., Ruevekamp-Helmers, M.C., Floot, B.G. and 
Schellens, J.H. (1999). Overexpression of the BCRP/MXR/ABCP gene 
in a topotecan-selected ovarian tumor cell line. Cancer Res 59, 4559-
63. 
[133] Adachi, M. et al. (2002). Expression of MRP4 confers resistance to 
ganciclovir and compromises bystander cell killing. J Biol Chem 277, 
38998-9004. 
[134] Ahmed, A.E., Jacob, S., Loh, J.P., Samra, S.K., Nokta, M. and Pollard, 
R.B. (1991). Comparative disposition and whole-body autoradiographic 
  
257 
distribution of [2-14C]azidothymidine and [2-14C]thymidine in mice. J 
Pharmacol Exp Ther 257, 479-86. 
[135] Naesens, L., Balzarini, J. and De Clercq, E. (1992). Pharmacokinetics 
in mice of the anti-retrovirus agent 9-(2-
phosphonylmethoxyethyl)adenine. Drug Metab Dispos 20, 747-52. 
[136] Leggas, M. et al. (2004). Mrp4 confers resistance to topotecan and 
protects the brain from chemotherapy. Mol Cell Biol 24, 7612-21. 
[137] Liska, D.J. (1998). The detoxification enzyme systems. Altern Med Rev 
3, 187-98. 
[138] Gulick, A.M. and Fahl, W.E. (1995). Mammalian glutathione S-
transferase: regulation of an enzyme system to achieve 
chemotherapeutic efficacy. Pharmacol Ther 66, 237-57. 
[139] Ford, J.M., Hait, W.N., Matlin, S.A. and Benz, C.C. (1991). Modulation 
of resistance to alkylating agents in cancer cell by gossypol 
enantiomers. Cancer Lett 56, 85-94. 
[140] Russo, A., Carmichael, J., Friedman, N., DeGraff, W., Tochner, Z., 
Glatstein, E. and Mitchell, J.B. (1986). The roles of intracellular 
glutathione in antineoplastic chemotherapy. Int J Radiat Oncol Biol 
Phys 12, 1347-54. 
[141] Gupta, R.S., Gupta, R., Eng, B., Lock, R.B., Ross, W.E., Hertzberg, 
R.P., Caranfa, M.J. and Johnson, R.K. (1988). Camptothecin-resistant 
mutants of Chinese hamster ovary cells containing a resistant form of 
topoisomerase I. Cancer Res 48, 6404-10. 
[142] Pommier, Y., Kerrigan, D., Schwartz, R.E., Swack, J.A. and McCurdy, A. 
(1986). Altered DNA topoisomerase II activity in Chinese hamster cells 
resistant to topoisomerase II inhibitors. Cancer Res 46, 3075-81. 
[143] Popat, S., Matakidou, A. and Houlston, R.S. (2004). Thymidylate 
synthase expression and prognosis in colorectal cancer: a systematic 
review and meta-analysis. J Clin Oncol 22, 529-36. 
[144] Inaba, M. et al. (1996). Reduced activity of anabolizing enzymes in 5-
fluorouracil-resistant human stomach cancer cells. Jpn J Cancer Res 
87, 212-20. 
[145] Hawn, M.T., Umar, A., Carethers, J.M., Marra, G., Kunkel, T.A., Boland, 
C.R. and Koi, M. (1995). Evidence for a connection between the 
mismatch repair system and the G2 cell cycle checkpoint. Cancer Res 
55, 3721-5. 
[146] Guerrette, S., Wilson, T., Gradia, S. and Fishel, R. (1998). Interactions 
of human hMSH2 with hMSH3 and hMSH2 with hMSH6: examination 
of mutations found in hereditary nonpolyposis colorectal cancer. Mol 
Cell Biol 18, 6616-23. 
[147] Karran, P. (2001). Mechanisms of tolerance to DNA damaging 
therapeutic drugs. Carcinogenesis 22, 1931-7. 
[148] Wattel, E., Preudhomme, C., Hecquet, B., Vanrumbeke, M., Quesnel, 
  
258 
B., Dervite, I., Morel, P. and Fenaux, P. (1994). p53 mutations are 
associated with resistance to chemotherapy and short survival in 
hematologic malignancies. Blood 84, 3148-57. 
[149] Bergh, J., Norberg, T., Sjogren, S., Lindgren, A. and Holmberg, L. 
(1995). Complete sequencing of the p53 gene provides prognostic 
information in breast cancer patients, particularly in relation to adjuvant 
systemic therapy and radiotherapy. Nat Med 1, 1029-34. 
[150] Aas, T., Borresen, A.L., Geisler, S., Smith-Sorensen, B., Johnsen, H., 
Varhaug, J.E., Akslen, L.A. and Lonning, P.E. (1996). Specific P53 
mutations are associated with de novo resistance to doxorubicin in 
breast cancer patients. Nat Med 2, 811-4. 
[151] Righetti, S.C. et al. (1996). A comparative study of p53 gene mutations, 
protein accumulation, and response to cisplatin-based chemotherapy in 
advanced ovarian carcinoma. Cancer Res 56, 689-93. 
[152] Lowe, S.W. (1995). Cancer therapy and p53. Curr Opin Oncol 7, 547-
53. 
[153] Stoklsa, T. and Golab, J. (2005). Prospects for p53-based cancer 
therapy. Acta Biochim Pol 52, 321-8. 
[154] Wang, W., Cassidy, J., O'Brien, V., Ryan, K.M. and Collie-Duguid, E. 
(2004). Mechanistic and predictive profiling of 5-Fluorouracil resistance 
in human cancer cells. Cancer Res 64, 8167-76. 
[155] Khoo, K.S., Ang, P.T. and Lim, A.G. (1993). Common toxicities of 
cancer chemotherapy. Singapore Med J 34, 418-20. 
[156] Fuchs, H. and Bachran, C. (2009). Targeted tumor therapies at a 
glance. Curr Drug Targets 10, 89-93. 
[157] Muller, B.A. (2009). Imatinib and its successors--how modern chemistry 
has changed drug development. Curr Pharm Des 15, 120-33. 
[158] Yamamoto, W., Endo, W., Sato, A. and Matsukawa, M. (2002). 
[Individuated molecular target chemotherapy]. Nippon Rinsho 60, 168-
73. 
[159] Malet-Martino, M. and Martino, R. (2002). Clinical studies of three oral 
prodrugs of 5-fluorouracil (capecitabine, UFT, S-1): a review. 
Oncologist 7, 288-323. 
[160] Poppelmann, B., Klimmek, K., Strozyk, E., Voss, R., Schwarz, T. and 
Kulms, D. (2005). NF{kappa}B-dependent down-regulation of tumor 
necrosis factor receptor-associated proteins contributes to interleukin-
1-mediated enhancement of ultraviolet B-induced apoptosis. J Biol 
Chem 280, 15635-43. 
[161] Arlt, A., Gehrz, A., Muerkoster, S., Vorndamm, J., Kruse, M.L., Folsch, 
U.R. and Schafer, H. (2003). Role of NF-kappaB and Akt/PI3K in the 
resistance of pancreatic carcinoma cell lines against gemcitabine-
induced cell death. Oncogene 22, 3243-51. 
[162] Arlt, A. and Schafer, H. (2002). NFkappaB-dependent chemoresistance 
  
259 
in solid tumors. Int J Clin Pharmacol Ther 40, 336-47. 
[163] Plummer, S.M., Holloway, K.A., Manson, M.M., Munks, R.J., Kaptein, 
A., Farrow, S. and Howells, L. (1999). Inhibition of cyclo-oxygenase 2 
expression in colon cells by the chemopreventive agent curcumin 
involves inhibition of NF-kappaB activation via the NIK/IKK signalling 
complex. Oncogene 18, 6013-20. 
[164] Lin, J.K. (2002). Cancer chemoprevention by tea polyphenols through 
modulating signal transduction pathways. Arch Pharm Res 25, 561-71. 
[165] Tsai, S.H., Lin-Shiau, S.Y. and Lin, J.K. (1999). Suppression of nitric 
oxide synthase and the down-regulation of the activation of NFkappaB 
in macrophages by resveratrol. Br J Pharmacol 126, 673-80. 
[166] Wang, W., McLeod, H.L. and Cassidy, J. (2003). Disulfiram-mediated 
inhibition of NF-kappaB activity enhances cytotoxicity of 5-fluorouracil 
in human colorectal cancer cell lines. Int J Cancer 104, 504-11. 
[167] Cusack, J.C., Jr., Liu, R., Houston, M., Abendroth, K., Elliott, P.J., 
Adams, J. and Baldwin, A.S., Jr. (2001). Enhanced chemosensitivity to 
CPT-11 with proteasome inhibitor PS-341: implications for systemic 
nuclear factor-kappaB inhibition. Cancer Res 61, 3535-40. 
[168] Weaver, K.D., Yeyeodu, S., Cusack, J.C., Jr., Baldwin, A.S., Jr. and 
Ewend, M.G. (2003). Potentiation of chemotherapeutic agents following 
antagonism of nuclear factor kappa B in human gliomas. J Neurooncol 
61, 187-96. 
[169] Olivier, S., Robe, P. and Bours, V. (2006). Can NF-kappaB be a target 
for novel and efficient anti-cancer agents? Biochem Pharmacol 72, 
1054-68. 
[170] Sebens, S., Arlt, A. and Schafer, H. (2008). NF-kappaB as a molecular 
target in the therapy of pancreatic carcinoma. Recent Results Cancer 
Res 177, 151-64. 
[171] Chong, C.R. and Sullivan, D.J., Jr. (2007). New uses for old drugs. 
Nature 448, 645-6. 
[172] Eneanya, D.I., Bianchine, J.R., Duran, D.O. and Andresen, B.D. (1981). 
The actions of metabolic fate of Disulfiram. Annu Rev Pharmacol 
Toxicol 21, 575-96. 
[173] Cen, D., Gonzalez, R.I., Buckmeier, J.A., Kahlon, R.S., Tohidian, N.B. 
and Meyskens, F.L., Jr. (2002). Disulfiram induces apoptosis in human 
melanoma cells: a redox-related process. Mol Cancer Ther 1, 197-204. 
[174] Chen, D., Peng, F., Cui, Q.C., Daniel, K.G., Orlu, S., Liu, J. and Dou, 
Q.P. (2005). Inhibition of prostate cancer cellular proteasome activity by 
a pyrrolidine dithiocarbamate-copper complex is associated with 
suppression of proliferation and induction of apoptosis. Front Biosci 10, 
2932-9. 
[175] Daniel, K.G., Chen, D., Orlu, S., Cui, Q.C., Miller, F.R. and Dou, Q.P. 
(2005). Clioquinol and pyrrolidine dithiocarbamate complex with copper 
  
260 
to form proteasome inhibitors and apoptosis inducers in human breast 
cancer cells. Breast Cancer Res 7, R897-908. 
[176] Kohn, F.R., Landkamer, G.J., Manthey, C.L., Ramsay, N.K. and Sladek, 
N.E. (1987). Effect of aldehyde dehydrogenase inhibitors on the ex vivo 
sensitivity of human multipotent and committed hematopoietic 
progenitor cells and malignant blood cells to oxazaphosphorines. 
Cancer Res 47, 3180-5. 
[177] Valeriote, F. and Grates, H.E. (1989). Potentiation of nitrogen mustard 
cytotoxicity by Disulfiram, diethyldithiocarbamic acid, and diethylamine 
in mice. Cancer Res 49, 6658-61. 
[178] Loo, T.W. and Clarke, D.M. (2000). Blockage of drug resistance in vitro 
by Disulfiram, a drug used to treat alcoholism. J Natl Cancer Inst 92, 
898-902. 
[179] Marikovsky, M., Ziv, V., Nevo, N., Harris-Cerruti, C. and Mahler, O. 
(2003). Cu/Zn superoxide dismutase plays important role in immune 
response. J Immunol 170, 2993-3001. 
[180] Shian, S.G., Kao, Y.R., Wu, F.Y. and Wu, C.W. (2003). Inhibition of 
invasion and angiogenesis by zinc-chelating agent disulfiram. Mol 
Pharmacol 64, 1076-84. 
[181] Liu, G.Y., Frank, N., Bartsch, H. and Lin, J.K. (1998). Induction of 
apoptosis by thiuramdisulfides, the reactive metabolites of 
dithiocarbamates, through coordinative modulation of NFkappaB, c-
fos/c-jun, and p53 proteins. Mol Carcinog 22, 235-46. 
[182] Cen, D., Brayton, D., Shahandeh, B., Meyskens, F.L., Jr. and Farmer, 
P.J. (2004). Disulfiram facilitates intracellular Cu uptake and induces 
apoptosis in human melanoma cells. J Med Chem 47, 6914-20. 
[183] Nagendra, S.N., Faiman, M.D., Davis, K., Wu, J.Y., Newby, X. and 
Schloss, J.V. (1997). Carbamoylation of brain glutamate receptors by a 
disulfiram metabolite. J Biol Chem 272, 24247-51. 
[184] Yakisich, J.S., Siden, A., Eneroth, P. and Cruz, M. (2001). Disulfiram is 
a potent in vitro inhibitor of DNA topoisomerases. Biochem Biophys 
Res Commun 289, 586-90. 
[185] Lovborg, H., Oberg, F., Rickardson, L., Gullbo, J., Nygren, P. and 
Larsson, R. (2006). Inhibition of proteasome activity, nuclear factor-
KappaB translocation and cell survival by the antialcoholism drug 
disulfiram. Int J Cancer 118, 1577-80. 
[186] Hochstrasser, M. (1995). Ubiquitin, proteasomes, and the regulation of 
intracellular protein degradation. Curr Opin Cell Biol 7, 215-23. 
[187] Ciechanover, A. (1994). The ubiquitin-proteasome proteolytic pathway. 
Cell 79, 13-21. 
[188] Brem, S. (1999). Angiogenesis and Cancer Control: From Concept to 
Therapeutic Trial. Cancer Control 6, 436-458. 
[189] Pham, C.G., Bubici, C., Zazzeroni, F., Knabb, J.R., Papa, S., Kuntzen, 
  
261 
C. and Franzoso, G. (2007). Upregulation of Twist-1 by NF-kappaB 
blocks cytotoxicity induced by chemotherapeutic drugs. Mol Cell Biol 
27, 3920-35. 
[190] Nakanishi, C. and Toi, M. (2005). Nuclear factor-kappaB inhibitors as 
sensitizers to anticancer drugs. Nat Rev Cancer 5, 297-309. 
[191] Kuo, H.W., Chen, S.F., Wu, C.C., Chen, D.R. and Lee, J.H. (2002). 
Serum and tissue trace elements in patients with breast cancer in 
Taiwan. Biol Trace Elem Res 89, 1-11. 
[192] Schreck, R., Meier, B., Mannel, D.N., Droge, W. and Baeuerle, P.A. 
(1992). Dithiocarbamates as potent inhibitors of nuclear factor kappa B 
activation in intact cells. J Exp Med 175, 1181-94. 
[193] Kim, C.H., Kim, J.H., Moon, S.J., Hsu, C.Y., Seo, J.T. and Ahn, Y.S. 
(2000). Biphasic effects of dithiocarbamates on the activity of nuclear 
factor-kappaB. Eur J Pharmacol 392, 133-6. 
[194] Nobel, C.S., Kimland, M., Nicholson, D.W., Orrenius, S. and Slater, A.F. 
(1997). Disulfiram is a potent inhibitor of proteases of the caspase 
family. Chem Res Toxicol 10, 1319-24. 
[195] Wickstrom, M., Danielsson, K., Rickardson, L., Gullbo, J., Nygren, P., 
Isaksson, A., Larsson, R. and Lovborg, H. (2007). Pharmacological 
profiling of disulfiram using human tumor cell lines and human tumor 
cells from patients. Biochem Pharmacol 73, 25-33. 
[196] Chen, B.J. (2001). Triptolide, a novel immunosuppressive and anti-
inflammatory agent purified from a Chinese herb Tripterygium wilfordii 
Hook F. Leuk Lymphoma 42, 253-65. 
[197] Carter, B.Z., Mak, D.H., Schober, W.D., McQueen, T., Harris, D., Estrov, 
Z., Evans, R.L. and Andreeff, M. (2006). Triptolide induces caspase-
dependent cell death mediated via the mitochondrial pathway in 
leukemic cells. Blood 108, 630-7. 
[198] Kiviharju, T.M., Lecane, P.S., Sellers, R.G. and Peehl, D.M. (2002). 
Antiproliferative and proapoptotic activities of triptolide (PG490), a 
natural product entering clinical trials, on primary cultures of human 
prostatic epithelial cells. Clin Cancer Res 8, 2666-74. 
[199] Yinjun, L., Jie, J. and Yungui, W. (2005). Triptolide inhibits transcription 
factor NF-kappaB and induces apoptosis of multiple myeloma cells. 
Leuk Res 29, 99-105. 
[200] Lee, K.Y., Chang, W., Qiu, D., Kao, P.N. and Rosen, G.D. (1999). 
PG490 (triptolide) cooperates with tumor necrosis factor-alpha to 
induce apoptosis in tumor cells. J Biol Chem 274, 13451-5. 
[201] Chang, W.T., Kang, J.J., Lee, K.Y., Wei, K., Anderson, E., Gotmare, S., 
Ross, J.A. and Rosen, G.D. (2001). Triptolide and chemotherapy 
cooperate in tumor cell apoptosis. A role for the p53 pathway. J Biol 
Chem 276, 2221-7. 
[202] Krishna, G., Liu, K., Shigemitsu, H., Gao, M., Raffin, T.A. and Rosen, 
  
262 
G.D. (2001). PG490-88, a derivative of triptolide, blocks bleomycin-
induced lung fibrosis. Am J Pathol 158, 997-1004. 
[203] Zhao, G., Vaszar, L.T., Qiu, D., Shi, L. and Kao, P.N. (2000). Anti-
inflammatory effects of triptolide in human bronchial epithelial cells. Am 
J Physiol Lung Cell Mol Physiol 279, L958-66. 
[204] Qiu, D., Zhao, G., Aoki, Y., Shi, L., Uyei, A., Nazarian, S., Ng, J.C. and 
Kao, P.N. (1999). Immunosuppressant PG490 (triptolide) inhibits T-cell 
interleukin-2 expression at the level of purine-box/nuclear factor of 
activated T-cells and NF-kappaB transcriptional activation. J Biol Chem 
274, 13443-50. 
[205] Wang, X., Matta, R., Shen, G., Nelin, L.D., Pei, D. and Liu, Y. (2006). 
Mechanism of triptolide-induced apoptosis: Effect on caspase 
activation and Bid cleavage and essentiality of the hydroxyl group of 
triptolide. J Mol Med 84, 405-15. 
[206] Bunz, F. et al. (1999). Disruption of p53 in human cancer cells alters 
the responses to therapeutic agents. J Clin Invest 104, 263-9. 
[207] Amundson, S.A., Myers, T.G. and Fornace, A.J., Jr. (1998). Roles for 
p53 in growth arrest and apoptosis: putting on the brakes after 
genotoxic stress. Oncogene 17, 3287-99. 
[208] Kay, M.A., Liu, D. and Hoogerbrugge, P.M. (1997). Gene therapy. Proc 
Natl Acad Sci U S A 94, 12744-6. 
[209] Mulherkar, M. (2001). Gene therapy for cancer. Current Science 81, 
555-560. 
[210] Chakraborty, S., Kar, S.K., Roy, K. and Sengupta, C. (2006). Exploring 
effects of different nonsteroidal antiinflammatory drugs on 
malondialdehyde profile. Acta Pol Pharm 63, 83-8. 
[211] Castro, A.C. et al. (2003). Novel IKK inhibitors: beta-carbolines. Bioorg 
Med Chem Lett 13, 2419-22. 
[212] Anderson, W.F. (2000). Gene therapy scores against cancer. Nat Med 
6, 862-3. 
[213] Niculescu-Duvaz, I. and Springer, C.J. (1997). Gene-directed enzyme 
prodrug therapy: a review of enzyme/prodrug combinations. Expert 
Opin Investig Drugs 6, 685-703. 
[214] McCormick, F. (2001). Cancer gene therapy: fringe or cutting edge? 
Nat Rev Cancer 1, 130-41. 
[215] Fillat, C., Carrio, M., Cascante, A. and Sangro, B. (2003). Suicide gene 
therapy mediated by the Herpes Simplex virus thymidine kinase 
gene/Ganciclovir system: fifteen years of application. Curr Gene Ther 3, 
13-26. 
[216] Vassaux, G. and Lemoine, N.R. (2000). Gene therapy for carcinoma of 
the breast: Genetic toxins. Breast Cancer Res 2, 22-7. 
[217] Eaton, P., Fuller, W., Bell, J.R. and Shattock, M.J. (2001). AlphaB 
crystallin translocation and phosphorylation: signal transduction 
  
263 
pathways and preconditioning in the isolated rat heart. J Mol Cell 
Cardiol 33, 1659-71. 
[218] Mullen, C.A. (1994). Metabolic suicide genes in gene therapy. 
Pharmacol Ther 63, 199-207. 
[219] Castro, M., Goverdhana, S., Hu, J., Jovel, N., Yuan, X. and Lowenstein, 
P. (2003). Gene therapy for pituitary tumors: from preclinical models to 
clinical implementation. Front Neuroendocrinol 24, 62-77. 
[220] Matsushita, S. et al. (1999). The effect of a thymidine phosphorylase 
inhibitor on angiogenesis and apoptosis in tumors. Cancer Res 59, 
1911-6. 
[221] Evans, T.R. et al. (2002). A phase I and pharmacokinetic study of 
capecitabine in combination with epirubicin and cisplatin in patients 
with inoperable oesophago-gastric adenocarcinoma. Ann Oncol 13, 
1469-78. 
[222] Boyer, J., McLean, E.G., Aroori, S., Wilson, P., McCulla, A., Carey, P.D., 
Longley, D.B. and Johnston, P.G. (2004). Characterization of p53 wild-
type and null isogenic colorectal cancer cell lines resistant to 5-
fluorouracil, oxaliplatin, and irinotecan. Clin Cancer Res 10, 2158-67. 
[223] Simmonds, P.C. (2000). Palliative chemotherapy for advanced 
colorectal cancer: systematic review and meta-analysis. Colorectal 
Cancer Collaborative Group. Bmj 321, 531-5. 
[224] cancer, M.-A.G.i. (1998). Toxicity of fluorouracil in patients with 
advanced colorectal cancer: effect of administration schedule and 
prognostic factors. . J Clin Oncol 16, 3537-41. 
[225] Warner, B.B., Stuart, L., Gebb, S. and Wispe, J.R. (1996). Redox 
regulation of manganese superoxide dismutase. Am J Physiol 271, 
L150-8. 
[226] Haraguchi, M., Miyadera, K., Uemura, K., Sumizawa, T., Furukawa, T., 
Yamada, K., Akiyama, S. and Yamada, Y. (1994). Angiogenic activity of 
enzymes. Nature 368, 198. 
[227] Bajetta, E., Carnaghi, C., Somma, L. and Stampino, C.G. (1996). A pilot 
safety study of capecitabine, a new oral fluoropyrimidine, in patients 
with advanced neoplastic disease. Tumori 82, 450-2. 
[228] Reigner, B., Blesch, K. and Weidekamm, E. (2001). Clinical 
pharmacokinetics of capecitabine. Clin Pharmacokinet 40, 85-104. 
[229] Takebayashi, Y. et al. (1996). Clinicopathologic and prognostic 
significance of an angiogenic factor, thymidine phosphorylase, in 
human colorectal carcinoma. J Natl Cancer Inst 88, 1110-7. 
[230] Miwa, M. et al. (1998). Design of a novel oral fluoropyrimidine 
carbamate, capecitabine, which generates 5-fluorouracil selectively in 
tumours by enzymes concentrated in human liver and cancer tissue. 
Eur J Cancer 34, 1274-81. 
[231] Twelves, C. and Anthoney, A. (2000). Rational development of 
  
264 
capecitabine. Semin Oncol 27, 144-8. 
[232] Schuller, J. et al. (2000). Preferential activation of capecitabine in tumor 
following oral administration to colorectal cancer patients. Cancer 
Chemother Pharmacol 45, 291-7. 
[233] Van Cutsem, E. et al. (2004). Oral capecitabine vs intravenous 5-
fluorouracil and leucovorin: integrated efficacy data and novel analyses 
from two large, randomised, phase III trials. Br J Cancer 90, 1190-7. 
[234] Twelves, C. (2002). Capecitabine as first-line treatment in colorectal 
cancer. Pooled data from two large, phase III trials. Eur J Cancer 38 
Suppl 2, 15-20. 
[235] Sawada, N., Ishikawa, T., Fukase, Y., Nishida, M., Yoshikubo, T. and 
Ishitsuka, H. (1998). Induction of thymidine phosphorylase activity and 
enhancement of capecitabine efficacy by taxol/taxotere in human 
cancer xenografts. Clin Cancer Res 4, 1013-9. 
[236] Endo, M., Shinbori, N., Fukase, Y., Sawada, N., Ishikawa, T., Ishitsuka, 
H. and Tanaka, Y. (1999). Induction of thymidine phosphorylase 
expression and enhancement of efficacy of capecitabine or 5'-deoxy-5-
fluorouridine by cyclophosphamide in mammary tumor models. Int J 
Cancer 83, 127-34. 
[237] Findlay, J.C., Sheeler, L.R., Engeland, W.C. and Aron, D.C. (1993). 
Familial adrenocorticotropin-independent Cushing's syndrome with 
bilateral macronodular adrenal hyperplasia. J Clin Endocrinol Metab 76, 
189-91. 
[238] Brown, M.D., Schatzlein, A.G. and Uchegbu, I.F. (2001). Gene delivery 
with synthetic (non viral) carriers. Int J Pharm 229, 1-21. 
[239] Maron, D.J., Choi, E.A. and Spitz, F.R. (2001). Gene therapy of 
metastatic disease: progress and prospects. Surg Oncol Clin N Am 10, 
449-60, xi. 
[240] Sikora, K., Harris, J., Hurst, H. and Lemoine, N. (1994). Therapeutic 
strategies using c-erbB-2 promoter-controlled drug activation. Ann N Y 
Acad Sci 716, 115-24; discussion 124-5, 140-3. 
[241] Brand, K., Loser, P., Arnold, W., Bartels, T. and Strauss, M. (1998). 
Tumor cell-specific transgene expression prevents liver toxicity of the 
adeno-HSVtk/GCV approach. Gene Ther 5, 1363-71. 
[242] Cao, G., Zhang, X., He, X., Chen, Q. and Qi, Z. (1999). A safe, effective 
in vivo gene therapy for melanoma using tyrosinase promoter-driven 
cytosine deaminase gene. In Vivo 13, 181-7. 
[243] Cao, G. et al. (1999). Effective and safe gene therapy for colorectal 
carcinoma using the cytosine deaminase gene directed by the 
carcinoembryonic antigen promoter. Gene Ther 6, 83-90. 
[244] Vile, R.G. and Hart, I.R. (1993). In vitro and in vivo targeting of gene 
expression to melanoma cells. Cancer Res 53, 962-7. 
[245] Pang, S. et al. (1995). Prostate tissue specificity of the prostate-specific 
  
265 
antigen promoter isolated from a patient with prostate cancer. Hum 
Gene Ther 6, 1417-26. 
[246] Wright, W.E., Tesmer, V.M., Huffman, K.E., Levene, S.D. and Shay, J.W. 
(1997). Normal human chromosomes have long G-rich telomeric 
overhangs at one end. Genes Dev 11, 2801-9. 
[247] Eisenhauer, K.M., Gerstein, R.M., Chiu, C.P., Conti, M. and Hsueh, A.J. 
(1997). Telomerase activity in female and male rat germ cells 
undergoing meiosis and in early embryos. Biol Reprod 56, 1120-5. 
[248] Shay, J.W., Zou, Y., Hiyama, E. and Wright, W.E. (2001). Telomerase 
and cancer. Hum Mol Genet 10, 677-85. 
[249] Kim, N.W. et al. (1994). Specific association of human telomerase 
activity with immortal cells and cancer. Science 266, 2011-5. 
[250] Huang, H.S. et al. (2003). Activation of human telomerase reverse 
transcriptase expression by some new symmetrical bis-substituted 
derivatives of the anthraquinone. J Med Chem 46, 3300-7. 
[251] Cournoyer, D., Beauchemin, N., Boucher, D., Benchimol, S., Fuks, A. 
and Stanners, C.P. (1988). Transcription of genes of the 
carcinoembryonic antigen family in malignant and nonmalignant human 
tissues. Cancer Res 48, 3153-7. 
[252] Hauck, W. and Stanners, C.P. (1995). Transcriptional regulation of the 
carcinoembryonic antigen gene. Identification of regulatory elements 
and multiple nuclear factors. J Biol Chem 270, 3602-10. 
[253] Schrewe, H. et al. (1990). Cloning of the complete gene for 
carcinoembryonic antigen: analysis of its promoter indicates a region 
conveying cell type-specific expression. Mol Cell Biol 10, 2738-48. 
[254] Richards CA, A.E., Huber BE. (1995). Transcriptional regulatory 
sequences of carcinoembryonic antigen: identification and use with 
cytosine deaminase for tumor-specific gene therapy. Hum Gene Ther 6, 
881-93. 
[255] Dabrowska, A., Szary, J., Kowalczuk, M., Szala, S. and Ugorski, M. 
(2004). CEA-negative glioblastoma and melanoma cells are sensitive 
to cytosine deaminase/5-fluorocytosine therapy directed by the 
carcinoembryonic antigen promoter. Acta Biochim Pol 51, 723-32. 
[256] Nap, M. and Wilhelm, W.W. (1992). Immunohistology of 
carcinoembryonic antigen (CEA). Specificity of reagents, choice of 
control tissues and practical application in surgical pathology. Int J Biol 
Markers 7, 148-53. 
[257] Hammarstrom, S. (1999). The carcinoembryonic antigen (CEA) family: 
structures, suggested functions and expression in normal and 
malignant tissues. Semin Cancer Biol 9, 67-81. 
[258] Cutait, D.E. and Cutait, R. (1991). Surgery of chagasic megacolon. 
World J Surg 15, 188-97. 
[259] Nakamori, M., Iwahashi, M., Tani, M., Yamaue, H., Ueda, K., Matsuda, 
  
266 
K. and Tanimura, H. (2000). [New therapeutic strategy against colon 
cancer based on a tumor-specific approach]. Gan To Kagaku Ryoho 27, 
2209-15. 
[260] Tanaka, T. et al. (1996). Adenovirus-mediated prodrug gene therapy for 
carcinoembryonic antigen-producing human gastric carcinoma cells in 
vitro. Cancer Res 56, 1341-5. 
[261] Osaki, T., Tanio, Y., Tachibana, I., Hosoe, S., Kumagai, T., Kawase, I., 
Oikawa, S. and Kishimoto, T. (1994). Gene therapy for 
carcinoembryonic antigen-producing human lung cancer cells by cell 
type-specific expression of herpes simplex virus thymidine kinase gene. 
Cancer Res 54, 5258-61. 
[262] DiMaio, J.M., Clary, B.M., Via, D.F., Coveney, E., Pappas, T.N. and 
Lyerly, H.K. (1994). Directed enzyme pro-drug gene therapy for 
pancreatic cancer in vivo. Surgery 116, 205-13. 
[263] Tanaka, S. et al. (2000). Targeted killing of carcinoembryonic antigen 
(CEA)-producing cholangiocarcinoma cells by polyamidoamine 
dendrimer-mediated transfer of an Epstein-Barr virus (EBV)-based 
plasmid vector carrying the CEA promoter. Cancer Gene Ther 7, 1241-
50. 
[264] Ueda, K., Iwahashi, M., Nakamori, M., Nakamura, M., Matsuura, I., 
Ojima, T. and Yamaue, H. (2003). Improvement of carcinoembryonic 
antigen-specific prodrug gene therapy for experimental colon cancer. 
Surgery 133, 309-17. 
[265] Nyati, M.K., Sreekumar, A., Li, S., Zhang, M., Rynkiewicz, S.D., 
Chinnaiyan, A.M., Rehemtulla, A. and Lawrence, T.S. (2002). High and 
selective expression of yeast cytosine deaminase under a 
carcinoembryonic antigen promoter-enhancer. Cancer Res 62, 2337-42. 
[266] Bilsland, A.E., Fletcher-Monaghan, A. and Keith, W.N. (2005). 
Properties of a telomerase-specific Cre/Lox switch for transcriptionally 
targeted cancer gene therapy. Neoplasia 7, 1020-9. 
[267] Cogswell, P.C., Guttridge, D.C., Funkhouser, W.K. and Baldwin, A.S., Jr. 
(2000). Selective activation of NF-kappa B subunits in human breast 
cancer: potential roles for NF-kappa B2/p52 and for Bcl-3. Oncogene 
19, 1123-31. 
[268] Shively, J.E. and Beatty, J.D. (1985). CEA-related antigens: molecular 
biology and clinical significance. Crit Rev Oncol Hematol 2, 355-99. 
[269] Richards, C.A., Austin, E.A. and Huber, B.E. (1995). Transcriptional 
regulatory sequences of carcinoembryonic antigen: identification and 
use with cytosine deaminase for tumor-specific gene therapy. Hum 
Gene Ther 6, 881-93. 
[270] Lan, K.H. et al. (1996). Tumor-specific gene expression in 
carcinoembryonic antigen--producing gastric cancer cells using 
adenovirus vectors. Gastroenterology 111, 1241-51. 
  
267 
[271] Ephrussi, A., Church, G.M., Tonegawa, S. and Gilbert, W. (1985). B 
lineage--specific interactions of an immunoglobulin enhancer with 
cellular factors in vivo. Science 227, 134-40. 
[272] Nelms, K., Hromas, R. and Van Ness, B. (1990). Identification of a 
second inducible DNA-protein interaction in the kappa immunoglobulin 
enhancer. Nucleic Acids Res 18, 1037-43. 
[273] Malet-Martino, M., Jolimaitre, P. and Martino, R. (2002). The prodrugs 
of 5-fluorouracil. Curr Med Chem Anti-Canc Agents 2, 267-310. 
[274] Ciccolini, J., Cuq, P., Evrard, A., Giacometti, S., Pelegrin, A., Aubert, C., 
Cano, J.P. and Iliadis, A. (2001). Combination of thymidine 
phosphorylase gene transfer and deoxyinosine treatment greatly 
enhances 5-fluorouracil antitumor activity in vitro and in vivo. Mol 
Cancer Ther 1, 133-9. 
[275] Patterson, A.V., Zhang, H., Moghaddam, A., Bicknell, R., Talbot, D.C., 
Stratford, I.J. and Harris, A.L. (1995). Increased sensitivity to the 
prodrug 5'-deoxy-5-fluorouridine and modulation of 5-fluoro-2'-
deoxyuridine sensitivity in MCF-7 cells transfected with thymidine 
phosphorylase. Br J Cancer 72, 669-75. 
[276] Manome, Y. et al. (2001). Transduction of thymidine phosphorylase 
cDNA facilitates efficacy of cytosine deaminase/5-FC gene therapy for 
malignant brain tumor. Anticancer Res 21, 2265-72. 
[277] Evrard, A., Cuq, P., Robert, B., Vian, L., Pelegrin, A. and Cano, J.P. 
(1999). Enhancement of 5-fluorouracil cytotoxicity by human thymidine-
phosphorylase expression in cancer cells: in vitro and in vivo study. Int 
J Cancer 80, 465-70. 
[278] Huber, B.E., Austin, E.A., Richards, C.A., Davis, S.T. and Good, S.S. 
(1994). Metabolism of 5-fluorocytosine to 5-fluorouracil in human 
colorectal tumor cells transduced with the cytosine deaminase gene: 
significant antitumor effects when only a small percentage of tumor 
cells express cytosine deaminase. Proc Natl Acad Sci U S A 91, 8302-6. 
[279] Feng, J. et al. (1995). The RNA component of human telomerase. 
Science 269, 1236-41. 
[280] Harrington, L., McPhail, T., Mar, V., Zhou, W., Oulton, R., Bass, M.B., 
Arruda, I. and Robinson, M.O. (1997). A mammalian telomerase-
associated protein. Science 275, 973-7. 
[281] Nakamura, T.M., Morin, G.B., Chapman, K.B., Weinrich, S.L., Andrews, 
W.H., Lingner, J., Harley, C.B. and Cech, T.R. (1997). Telomerase 
catalytic subunit homologs from fission yeast and human. Science 277, 
955-9. 
[282] Weinrich, S.L. et al. (1997). Reconstitution of human telomerase with 
the template RNA component hTR and the catalytic protein subunit 
hTRT. Nat Genet 17, 498-502. 
[283] Takeda, T. et al. (2003). Tumor-specific gene therapy for 
  
268 
undifferentiated thyroid carcinoma utilizing the telomerase reverse 
transcriptase promoter. J Clin Endocrinol Metab 88, 3531-8. 
[284] Okabe, S., Arai, T., Yamashita, H. and Sugihara, K. (2003). Adenovirus-
mediated prodrug-enzyme therapy for CEA-producing colorectal 
cancer cells. J Cancer Res Clin Oncol 129, 367-73. 
[285] Rayet, B. and Gelinas, C. (1999). Aberrant rel/nfkb genes and activity 
in human cancer. Oncogene 18, 6938-6947. 
[286] Perkins, N.D., Edwards, N.L., Duckett, C.S., Agranoff, A.B., Schmid, 
R.M. and Nabel, G.J. (1993). A cooperative interaction between NF-
kappa B and Sp1 is required for HIV-1 enhancer activation. Embo J 12, 
3551-8. 
[287] Kato, Y., Matsukawa, S., Muraoka, R. and Tanigawa, N. (1997). 
Enhancement of drug sensitivity and a bystander effect in PC-9 cells 
transfected with a platelet-derived endothelial cell growth factor 
thymidine phosphorylase cDNA. Br J Cancer 75, 506-11. 
[288] Sassone-Corsi, P., Hen, R., Borrelli, E., Leff, T. and Chambon, P. 
(1983). Far upstream sequences are required for efficient transcription 
from the adenovirus-2 E1A transcription unit. Nucleic Acids Res 11, 
8735-45. 
[289] Banerji, J., Olson, L. and Schaffner, W. (1983). A lymphocyte-specific 
cellular enhancer is located downstream of the joining region in 
immunoglobulin heavy chain genes. Cell 33, 729-40. 
[290] Nabel, G. and Baltimore, D. (1987). An inducible transcription factor 
activates expression of human immunodeficiency virus in T cells. 
Nature 326, 711-3. 
[291] Teferedegne, B., Green, M.R., Guo, Z. and Boss, J.M. (2006). 
Mechanism of action of a distal NF-kappaB-dependent enhancer. Mol 
Cell Biol 26, 5759-70. 
[292] Chen, C.J., Li, L.J., Maruya, A. and Shively, J.E. (1995). In vitro and in 
vivo footprint analysis of the promoter of carcinoembryonic antigen in 
colon carcinoma cells: effects of interferon gamma treatment. Cancer 
Res 55, 3873-82. 
[293] Li, F. and Altieri, D.C. (1999). Transcriptional analysis of human survivin 
gene expression. Biochem J 344 Pt 2, 305-11. 
[294] Takakura, M., Kyo, S., Kanaya, T., Hirano, H., Takeda, J., Yutsudo, M. 
and Inoue, M. (1999). Cloning of human telomerase catalytic subunit 
(hTERT) gene promoter and identification of proximal core promoter 
sequences essential for transcriptional activation in immortalized and 
cancer cells. Cancer Res 59, 551-7. 
[295] Bodenner, D.L., Dedon, P.C., Keng, P.C., Katz, J.C. and Borch, R.F. 
(1986). Selective protection against cis-diamminedichloroplatinum(II)-
induced toxicity in kidney, gut, and bone marrow by 
diethyldithiocarbamate. Cancer Res 46, 2751-5. 
  
269 
[296] Evans, R.G., Engel, C., Wheatley, C. and Nielsen, J. (1982). 
Modification of the sensitivity and repair of potentially lethal damage by 
diethyldithiocarbamate during and following exposure of plateau-phase 
cultures of mammalian cells to radiation and cis-
diamminedichloroplatinum(II). Cancer Res 42, 3074-8. 
[297] Chen, D., Cui, Q.C., Yang, H. and Dou, Q.P. (2006). Disulfiram, a 
clinically used anti-alcoholism drug and copper-binding agent, induces 
apoptotic cell death in breast cancer cultures and xenografts via 
inhibition of the proteasome activity. Cancer Res 66, 10425-33. 
[298] Bergman, A.M., Giaccone, G., van Moorsel, C.J., Mauritz, R., 
Noordhuis, P., Pinedo, H.M. and Peters, G.J. (2000). Cross-resistance 
in the 2',2'-difluorodeoxycytidine (gemcitabine)-resistant human ovarian 
cancer cell line AG6000 to standard and investigational drugs. Eur J 
Cancer 36, 1974-83. 
[299] Cohen, J.D. and Robins, H.I. (1990). Cytotoxicity of 
diethyldithiocarbamate in human versus rodent cell lines. Invest New 
Drugs 8, 137-42. 
[300] Rajkumar, S.V., Richardson, P.G., Hideshima, T. and Anderson, K.C. 
(2005). Proteasome inhibition as a novel therapeutic target in human 
cancer. J Clin Oncol 23, 630-9. 
[301] Sanchez, S.E. and Trevino, J.G. (2008). Current adjuvant and targeted 
therapies for pancreatic adenocarcinoma. Curr Med Chem 15, 1674-83. 
[302] Benekli, M. et al. (2007). Gemcitabine plus capecitabine combination in 
metastatic breast cancer patients previously treated with anthracyclines 
and taxanes. Oncology 72, 308-13. 
[303] Lee, D.H. et al. (2006). A pilot trial of gemcitabine and vinorelbine plus 
capecitabine in locally advanced or metastatic nonsmall cell lung 
cancer. Am J Clin Oncol 29, 143-7. 
[304] Correale, P. et al. (2005). Chemo-immunotherapy of metastatic 
colorectal carcinoma with gemcitabine plus FOLFOX 4 followed by 
subcutaneous granulocyte macrophage colony-stimulating factor and 
interleukin-2 induces strong immunologic and antitumor activity in 
metastatic colon cancer patients. J Clin Oncol 23, 8950-8. 
[305] Correale, P. et al. (2008). Immunity feedback and clinical outcome in 
colon cancer patients undergoing chemoimmunotherapy with 
gemcitabine + FOLFOX followed by subcutaneous granulocyte 
macrophage colony-stimulating factor and aldesleukin (GOLFIG-1 
Trial). Clin Cancer Res 14, 4192-9. 
[306] Togawa, A. et al. (2003). Establishment of gemcitabine-resistant human 
pancreatic cancer cells and effect of brefeldin-a on the resistant cell 
line. Pancreas 27, 220-4. 
[307] Jordheim, L.P., Galmarini, C.M. and Dumontet, C. (2006). Gemcitabine 
resistance due to deoxycytidine kinase deficiency can be reverted by 
  
270 
fruitfly deoxynucleoside kinase, DmdNK, in human uterine sarcoma 
cells. Cancer Chemother Pharmacol 58, 547-54. 
[308] Wang, W., McLeod, H.L., Cassidy, J. and Collie-Duguid, E.S. (2007). 
Mechanisms of acquired chemoresistance to 5-fluorouracil and 
tomudex: thymidylate synthase dependent and independent networks. 
Cancer Chemother Pharmacol 59, 839-45. 
[309] Wang, W., Marsh, S., Cassidy, J. and McLeod, H.L. (2001). 
Pharmacogenomic dissection of resistance to thymidylate synthase 
inhibitors. Cancer Res 61, 5505-10. 
[310] Hering, J., Garrean, S., Dekoj, T.R., Razzak, A., Saied, A., Trevino, J., 
Babcock, T.A. and Espat, N.J. (2007). Inhibition of proliferation by 
omega-3 fatty acids in chemoresistant pancreatic cancer cells. Ann 
Surg Oncol 14, 3620-8. 
[311] Kunnumakkara, A.B., Guha, S., Krishnan, S., Diagaradjane, P., 
Gelovani, J. and Aggarwal, B.B. (2007). Curcumin potentiates 
antitumor activity of gemcitabine in an orthotopic model of pancreatic 
cancer through suppression of proliferation, angiogenesis, and 
inhibition of nuclear factor-kappaB-regulated gene products. Cancer 
Res 67, 3853-61. 
[312] Baldwin, A.S. (2001). Control of oncogenesis and cancer therapy 
resistance by the transcription factor NF-kappaB. J Clin Invest 107, 
241-6. 
[313] Arlt, A., Vorndamm, J., Breitenbroich, M., Folsch, U.R., Kalthoff, H., 
Schmidt, W.E. and Schafer, H. (2001). Inhibition of NF-kappaB 
sensitizes human pancreatic carcinoma cells to apoptosis induced by 
etoposide (VP16) or doxorubicin. Oncogene 20, 859-68. 
[314] Wang, W., Collie-Duguid, E. and Cassidy, J. (2002). Cerivastatin 
enhances the cytotoxicity of 5-fluorouracil on chemosensitive and 
resistant colorectal cancer cell lines. FEBS Lett 531, 415-20. 
[315] Villalona-Calero, M.A. et al. (2008). Noncytotoxic suramin as a 
chemosensitizer in patients with advanced non-small-cell lung cancer: 
a phase II study. Ann Oncol 19, 1903-9. 
[316] Whitehurst, A.W. et al. (2007). Synthetic lethal screen identification of 
chemosensitizer loci in cancer cells. Nature 446, 815-9. 
[317] Chung, K.C., Park, J.H., Kim, C.H., Lee, H.W., Sato, N., Uchiyama, Y. 
and Ahn, Y.S. (2000). Novel biphasic effect of pyrrolidine 
dithiocarbamate on neuronal cell viability is mediated by the differential 
regulation of intracellular zinc and copper ion levels, NF-kappaB, and 
MAP kinases. J Neurosci Res 59, 117-25. 
[318] Nobel, C.I., Kimland, M., Lind, B., Orrenius, S. and Slater, A.F. (1995). 
Dithiocarbamates induce apoptosis in thymocytes by raising the 
intracellular level of redox-active copper. J Biol Chem 270, 26202-8. 
[319] Sakon, S. et al. (2003). NF-kappaB inhibits TNF-induced accumulation 
  
271 
of ROS that mediate prolonged MAPK activation and necrotic cell 
death. Embo J 22, 3898-909. 
[320] Chen, F., Castranova, V., Li, Z., Karin, M. and Shi, X. (2003). Inhibitor 
of nuclear factor kappaB kinase deficiency enhances oxidative stress 
and prolongs c-Jun NH2-terminal kinase activation induced by arsenic. 
Cancer Res 63, 7689-93. 
[321] Guo, X., Goessl, E., Jin, G., Collie-Duguid, E.S., Cassidy, J., Wang, W. 
and O'Brien, V. (2008). Cell cycle perturbation and acquired 5-
fluorouracil chemoresistance. Anticancer Res 28, 9-14. 
[322] Aquilina, G., Crescenzi, M. and Bignami, M. (1999). Mismatch repair, 
G(2)/M cell cycle arrest and lethality after DNA damage. 
Carcinogenesis 20, 2317-26. 
[323] Amit, S. and Ben-Neriah, Y. (2003). NF-kappaB activation in cancer: a 
challenge for ubiquitination- and proteasome-based therapeutic 
approach. Semin Cancer Biol 13, 15-28. 
[324] Lin, A. and Karin, M. (2003). NF-kappaB in cancer: a marked target. 
Semin Cancer Biol 13, 107-14. 
[325] Karin, M. (1999). How NF-kappaB is activated: the role of the IkappaB 
kinase (IKK) complex. Oncogene 18, 6867-74. 
[326] Brennan, P. and O'Neill, L.A. (1996). 2-mercaptoethanol restores the 
ability of nuclear factor kappa B (NF kappa B) to bind DNA in nuclear 
extracts from interleukin 1-treated cells incubated with pyrollidine 
dithiocarbamate (PDTC). Evidence for oxidation of glutathione in the 
mechanism of inhibition of NF kappa B by PDTC. Biochem J 320 ( Pt 
3), 975-81. 
[327] Rizk, S.L. and Sky-Peck, H.H. (1984). Comparison between 
concentrations of trace elements in normal and neoplastic human 
breast tissue. Cancer Res 44, 5390-4. 
[328] Li, H., Liu, Z.H., Dai, C.S., Liu, D. and Li, L.S. (2002). Triptolide inhibits 
proinflammatory factor-induced over-expression of class II MHC and 
B7 molecules in renal tubular epithelial cells. Acta Pharmacol Sin 23, 
775-81. 
[329] Jiang, X. (1994). Clinical observations on the use of the Chinese herb 
Tripterygium wilfordii Hook for the treatment of nephrotic syndrome. 
Pediatr Nephrol 8, 343-4. 
[330] Tao, X.L. et al. (1989). A prospective, controlled, double-blind, cross-
over study of tripterygium wilfodii hook F in treatment of rheumatoid 
arthritis. Chin Med J (Engl) 102, 327-32. 
[331] Ramgolam, V., Ang, S.G., Lai, Y.H., Loh, C.S. and Yap, H.K. (2000). 
Traditional Chinese medicines as immunosuppressive agents. Ann 
Acad Med Singapore 29, 11-6. 
[332] Philip, M., Rowley, D.A. and Schreiber, H. (2004). Inflammation as a 
tumor promoter in cancer induction. Semin Cancer Biol 14, 433-9. 
  
272 
[333] Mantovani, A., Marchesi, F., Porta, C., Sica, A. and Allavena, P. (2007). 
Inflammation and cancer: breast cancer as a prototype. Breast 16 
Suppl 2, S27-33. 
[334] Maeda, S. and Omata, M. (2008). Inflammation and cancer: role of 
nuclear factor-kappaB activation. Cancer Sci 99, 836-42. 
[335] Balkwill, F. and Coussens, L.M. (2004). Cancer: an inflammatory link. 
Nature 431, 405-6. 
[336] Wang, D. and Baldwin, A.S., Jr. (1998). Activation of nuclear factor-
kappaB-dependent transcription by tumor necrosis factor-alpha is 
mediated through phosphorylation of RelA/p65 on serine 529. J Biol 
Chem 273, 29411-6. 
[337] Zhong, H., Voll, R.E. and Ghosh, S. (1998). Phosphorylation of NF-
kappa B p65 by PKA stimulates transcriptional activity by promoting a 
novel bivalent interaction with the coactivator CBP/p300. Mol Cell 1, 
661-71. 
[338] Bours, V., Bonizzi, G., Bentires-Alj, M., Bureau, F., Piette, J., Lekeux, P. 
and Merville, M. (2000). NF-kappaB activation in response to toxical 
and therapeutical agents: role in inflammation and cancer treatment. 
Toxicology 153, 27-38. 
[339] Mantovani, A., Marchesi, F., Portal, C., Allavena, P. and Sica, A. (2008). 
Linking inflammation reactions to cancer: novel targets for therapeutic 
strategies. Adv Exp Med Biol 610, 112-27. 
[340] Yang, S. et al. (2003). Triptolide inhibits the growth and metastasis of 
solid tumors. Mol Cancer Ther 2, 65-72. 
[341] Liou, J.T., Chen, Z.Y., Ho, L.J., Yang, S.P., Chang, D.M., Liang, C.C. 
and Lai, J.H. (2008). Differential effects of triptolide and tetrandrine on 
activation of COX-2, NF-kappaB, and AP-1 and virus production in 
dengue virus-infected human lung cells. Eur J Pharmacol 589, 288-98. 
[342] Yang, S.X., Xie, S.S., Gao, H.L., Ma, D.L. and Long, Z.Z. (1994). 
Triptolide suppresses T-lymphocyte proliferation by inhibiting 
interleukin-2 receptor expression, but spares interleukin-2 production 
and mRNA expression. Int J Immunopharmacol 16, 895-904. 
[343] el-Deiry, W.S. (1998). Regulation of p53 downstream genes. Semin 
Cancer Biol 8, 345-57. 
[344] Sjostrom, J. et al. (2000). Predictive value of p53, mdm-2, p21, and 
mib-1 for chemotherapy response in advanced breast cancer. Clin 
Cancer Res 6, 3103-10. 
[345] Xiong, Y., Hannon, G.J., Zhang, H., Casso, D., Kobayashi, R. and 
Beach, D. (1993). p21 is a universal inhibitor of cyclin kinases. Nature 
366, 701-4. 
[346] Attardi, L.D., Lowe, S.W., Brugarolas, J. and Jacks, T. (1996). 
Transcriptional activation by p53, but not induction of the p21 gene, is 
essential for oncogene-mediated apoptosis. Embo J 15, 3693-701. 
  
273 
[347] Waldman, T., Zhang, Y., Dillehay, L., Yu, J., Kinzler, K., Vogelstein, B. 
and Williams, J. (1997). Cell-cycle arrest versus cell death in cancer 
therapy. Nat Med 3, 1034-6. 
[348] Morgan, D.O. (1995). Principles of CDK regulation. Nature 374, 131-4. 
[349] Vermeulen, K., Van Bockstaele, D.R. and Berneman, Z.N. (2003). The 
cell cycle: a review of regulation, deregulation and therapeutic targets 
in cancer. Cell Prolif 36, 131-49. 
[350] Ohtsubo, M., Theodoras, A.M., Schumacher, J., Roberts, J.M. and 
Pagano, M. (1995). Human cyclin E, a nuclear protein essential for the 
G1-to-S phase transition. Mol Cell Biol 15, 2612-24. 
[351] Hui, A.M., Li, X., Shi, Y.Z., Takayama, T., Torzilli, G. and Makuuchi, M. 
(2000). Cyclin D1 overexpression is a critical event in gallbladder 
carcinogenesis and independently predicts decreased survival for 
patients with gallbladder carcinoma. Clin Cancer Res 6, 4272-7. 
[352] Muller-Tidow, C. et al. (2001). Cyclin E is the only cyclin-dependent 
kinase 2-associated cyclin that predicts metastasis and survival in early 
stage non-small cell lung cancer. Cancer Res 61, 647-53. 
[353] Wolfel, T. et al. (1995). A p16INK4a-insensitive CDK4 mutant targeted 
by cytolytic T lymphocytes in a human melanoma. Science 269, 1281-4. 
[354] Yamamoto, H. et al. (1998). Cdk2/cdc2 expression in colon 
carcinogenesis and effects of cdk2/cdc2 inhibitor in colon cancer cells. 
Int J Oncol 13, 233-9. 
[355] Liu, Q., Chen, T., Chen, H., Zhang, M., Li, N., Lu, Z., Ma, P. and Cao, X. 
(2004). Triptolide (PG-490) induces apoptosis of dendritic cells through 
sequential p38 MAP kinase phosphorylation and caspase 3 activation. 
Biochem Biophys Res Commun 319, 980-6. 
[356] Saaristo, A., Karpanen, T. and Alitalo, K. (2000). Mechanisms of 
angiogenesis and their use in the inhibition of tumor growth and 
metastasis. Oncogene 19, 6122-9. 
[357] Vacca, A. et al. (1998). Human lymphoblastoid cells produce 
extracellular matrix-degrading enzymes and induce endothelial cell 
proliferation, migration, morphogenesis, and angiogenesis. Int J Clin 
Lab Res 28, 55-68. 
[358] Berger, N.A., Whitacre, C.M., Hashimoto, H., Berger, S.J. and 
Chatterjee, S. (1995). NAD and poly(ADP-ribose) regulation of proteins 
involved in response to cellular stress and DNA damage. Biochimie 77, 
364-7. 
[359] Nicholson, D.W. et al. (1995). Identification and inhibition of the 
ICE/CED-3 protease necessary for mammalian apoptosis. Nature 376, 
37-43. 
[360] Tewari, M. et al. (1995). Yama/CPP32 beta, a mammalian homolog of 
CED-3, is a CrmA-inhibitable protease that cleaves the death substrate 
poly(ADP-ribose) polymerase. Cell 81, 801-9. 
  
274 
[361] Tsujimoto, Y. and Shimizu, S. (2000). Bcl-2 family: life-or-death switch. 
FEBS Lett 466, 6-10. 
[362] Jiang, X.H., Wong, B.C., Lin, M.C., Zhu, G.H., Kung, H.F., Jiang, S.H., 
Yang, D. and Lam, S.K. (2001). Functional p53 is required for triptolide-
induced apoptosis and AP-1 and nuclear factor-kappaB activation in 
gastric cancer cells. Oncogene 20, 8009-18. 
[363] Graham, C.H., Rivers, J., Kerbel, R.S., Stankiewicz, K.S. and White, 
W.L. (1994). Extent of vascularization as a prognostic indicator in thin 
(< 0.76 mm) malignant melanomas. Am J Pathol 145, 510-4. 
[364] Kim, K.J., Li, B., Winer, J., Armanini, M., Gillett, N., Phillips, H.S. and 
Ferrara, N. (1993). Inhibition of vascular endothelial growth factor-
induced angiogenesis suppresses tumour growth in vivo. Nature 362, 
841-4. 
[365] Ferrara, N. and Alitalo, K. (1999). Clinical applications of angiogenic 
growth factors and their inhibitors. Nat Med 5, 1359-64. 
[366] Hu, K.B., Liu, Z.H., Guo, X.H., Liu, D. and Li, L.S. (2001). Triptolide 
inhibits vascular endothelial growth factor expression and production in 
endothelial cells. Acta Pharmacol Sin 22, 651-6. 
[367] Hajdu, S.I. (2005). 2000 years of chemotherapy of tumors. Cancer 103, 
1097-102. 
[368] Sanz-Casla, M.T., Vidaurreta, M., Sanchez-Rueda, D., Maestro, M.L., 
Arroyo, M. and Cerdan, F.J. (2005). Telomerase activity as a prognostic 
factor in colorectal cancer. Onkologie 28, 553-7. 
[369] Meyerson, M. et al. (1997). hEST2, the putative human telomerase 
catalytic subunit gene, is up-regulated in tumor cells and during 
immortalization. Cell 90, 785-95. 
[370] Bours, V., Bentires-Alj, M., Hellin, A.C., Viatour, P., Robe, P., Delhalle, 
S., Benoit, V. and Merville, M.P. (2000). Nuclear factor-kappa B, cancer, 
and apoptosis. Biochem Pharmacol 60, 1085-9. 
[371] Hideshima, T. et al. (2002). NF-kappa B as a therapeutic target in 
multiple myeloma. J Biol Chem 277, 16639-47. 
[372] Sauna, Z.E., Shukla, S. and Ambudkar, S.V. (2005). Disulfiram, an old 
drug with new potential therapeutic uses for human cancers and fungal 
infections. Mol Biosyst 1, 127-34. 
[373] Brar, S.S. et al. (2004). Disulfiram inhibits activating transcription 
factor/cyclic AMP-responsive element binding protein and human 
melanoma growth in a metal-dependent manner in vitro, in mice and in 
a patient with metastatic disease. Mol Cancer Ther 3, 1049-60. 
[374] Ryan, C.J. and Wilding, G. (2000). Angiogenesis inhibitors. New agents 
in cancer therapy. Drugs Aging 17, 249-55. 
[375] Daniel, K.G., Harbach, R.H., Guida, W.C. and Dou, Q.P. (2004). 
Copper storage diseases: Menkes, Wilsons, and cancer. Front Biosci 9, 
2652-62. 
  
275 
[376] Gupte, A. and Mumper, R.J. (2009). Elevated copper and oxidative 
stress in cancer cells as a target for cancer treatment. Cancer Treat 
Rev 35, 32-46. 
[377] Lee, J.M. and Bernstein, A. (1995). Apoptosis, cancer and the p53 
tumour suppressor gene. Cancer Metastasis Rev 14, 149-61. 
[378] Mueller, H. and Eppenberger, U. (1996). The dual role of mutant p53 
protein in chemosensitivity of human cancers. Anticancer Res 16, 
3845-8. 
[379] Zhan, Q., Alamo, I., Yu, K., Boise, L.H., Cherney, B., Tosato, G., 
O'Connor, P.M. and Fornace, A.J., Jr. (1996). The apoptosis-associated 
gamma-ray response of BCL-X(L) depends on normal p53 function. 
Oncogene 13, 2287-93. 
[380] Yonish-Rouach, E., Resnitzky, D., Lotem, J., Sachs, L., Kimchi, A. and 
Oren, M. (1991). Wild-type p53 induces apoptosis of myeloid 
leukaemic cells that is inhibited by interleukin-6. Nature 352, 345-7. 
[381] Shaw, P., Bovey, R., Tardy, S., Sahli, R., Sordat, B. and Costa, J. 
(1992). Induction of apoptosis by wild-type p53 in a human colon 
tumor-derived cell line. Proc Natl Acad Sci U S A 89, 4495-9. 
[382] Gourley, M. and Williamson, J.S. (2000). Angiogenesis: new targets for 
the development of anticancer chemotherapies. Curr Pharm Des 6, 
417-39. 
 
 
 
